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&Johnson

A FamiLy ComMPANY

*S.C. Johnson & Son, Inc.

Worldwide Consumer Products, RD& E

Global Safety Assessment and Regulatory Affairs, Product Toxicology
MS 139 1525 Howe Street, Racine WI 53403

August 27, 2004

Christina Inhof, MSPH

Senior Project Coordinator/Technical Writer ILS, Inc.
NICEATM

P.O. Box 12233

NIEHS MD EC-17 :

Research Triangle Park, NC 2770

Christina,

Hi! How are you? | am happy to be submitting data on solvents and simple fragrance
formulations, which were discussed in the poster citation listed below:

Cuellar, N., Lloyd, P.H.;, Swanson J.E., Merril, J.C., Mun, G., Harbell, J.W. and Bonnette,
K.L. (2004) Phase Two: Evaluating the eye irritancy of solvents in a simple fragrance
mixture with the bovine corneal opacity and permeability (BCOP) assay. The Toxicologist
78(S-1): Abstract No. 1306.

Included with this submission are the following ndocuments:

Cover letter

Poster text

Poster graphs.

Histology slides

Coded formula spreadsheet

SR

Study Protocols:

Modified Draize protocol was used for the in-vivo studies. Four animals were treated per
sample (3 for histopathology and 1 animal for recovery). Each animal received a 0.1 ml
dose of the formula in the conjunctival sac of the right eye. The left eye served as the
untreated control. All animals were scored at 1, 4, and 24 hours after dosing. Histology was
conducted on 3 of the 4 animals.

Standard BCOP protocol was used for the in-vitro work at [IVS. The first BCOP study
required exposure times of 1 and 3 minutes with a post exposure of 20 hours to compliment
the timing in the animal. The second BCOP study utilized a 3-minute exposure time with
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post exposures of 2 to 4 hours to understand effects using standard post exposure times.
Histology was conducted on all corneas. Since the 1-minute exposure did not produce
extensive lesions, only the 3-minute exposure was evaluated in the second study. Only the
3-minute exposure data are reported in this poster.

Formula Spreadsheet:
The formulas listed in this spreadsheet are coded similarly to formulas listed in the poster.

Test material number is the unique sample number and the group name denotes formula
description. Raw materials are listed followed by their percentages in each formula.

Poster:

Fragrance poster not included. John Harbell previously sent it to you.

Poster Text: |

A word document consisting of poster text and tables is included in this submission for ease
of reading. The poster contained a wealth of information, thus limited visibility. This

document highlights where the graphs and histology slides should be inserted for ease of
understanding. Please note: Table one has improved coloring/formatting on the poster.

Poster Graphs:

Poster graphs should be referenced on page 10.

Histology Slides:

Histology slides should be referenced on page 12.

Data Worksheet: .

. The data worksheet is not included for this submission. GHS and EPA classification of

results was not possible due to lack of animals. Only 1 of the 4 animals was carried out for
recovery purposes. The remaining 3 animals were used for histopathology.

Summary:

Solvents have a major impact on the ocular irritation potential of fragrance mixtures. Both
the degree and the time-course of the irritation can be impacted by the solvent. Over the
three harvest times, the BCOP assay was able to identify histological changes that
characterize the treatment groups into severe (ethanol alone), moderate (2-stages), and mild
categories. One treatment group (fragrance + DPG) was over predicted by the BCOP
compared to the in vivo assay. The time course of the tissue scores in vivo was similar to
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the time course of the histological changes in BCOP. The BCOP model was more
consistent in its response to a given treatment than the in vivo model.

If you have any questions or comments on this data set, please feel free to contact either
Judith Swanson or myself at the following: :

Nicole Cuellar | Judith Swanson
(262) 260-6916 (262) 260-2688
ncuellar@scj.com jeswanso@scj.com

Sincere regards,

Nicole Cuellar
Sr. Research Toxicologist
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POSTER TEXT FOR S.C. JOHNSON SUBMISSION DATED
AUGUST 27, 2004

TITLE:

PHASE TWO: EVALUATING THE EYE IRRITANCY OF SOLVENTS IN A SIMPLE FRAGRANCE
MIXTURE WITH THE BOVINE CORNEAL OPACITY AND PERMEABLITY (BCOP) ASSAY

N Cuellarl, PH Lloydz, JE Swansonl, JC Merrill3, G Mun3, IW Harbell3, and K L Bonnette*. 'S.C. Johnson
& Son, Inc. Racine, WI, USA; ’SCJ EURAFNE Ltd. Egham, Surrey, England,; *Institute for In Vitro Sciences,
Inc. Gaithersburg, MD, USA; “Charles River Laboratories, Inc. Spencerville, Ohio, USA.

ABSTRACT:

Fragrances are complex mixtures used in many consumer products. Organic solvents, such as ethanol, are major
components of fragrance formulations functioning mainly as solubilizers and fragrance delivery mechanisms. In
Phase One (Cuellar et al, 2003), the BCOP assay and primary eye irritation study (EPA-OPPTS 870.2400) were
conducted using simple fragrance mixtures containing six commonly used solvents. The corneal depth of injury
was assessed histologically both in vitro and in vivo. In the BCOP assay, corneas were exposed for 1 and 3
minutes, rinsed and incubated for 20 hours before the opacity and permeability endpoints were assessed. In
vivo, animals were scored at 1, 4, and 24 hours. Individual solvents impacted the level of irritation of these
formulations. Phase Two evaluated the time course of lesion development after exposure in the BCOP assay
and determined those early lesion that would be predictive of damage observed after 20+ hours in vitro and in
vivo. Bovine corneas were exposed for 3 minutes, rinsed, and incubated for 2 or 4 hours before the endpoints
were assessed and tissue taken for histology. In vivo, certain solvents increased the rate of lesion development
but not the overall intensity or duration compared to the fragrance alone. Other solvents decreased the overall
intensity and duration. The BCOP assay showed a generally similar pattern of lesion development. Those
combinations that showed opacity at 4 hours in vivo, showed epithelial and stromal lesion in the BCOP by 4
hours post-exposure. Fragrance alone was slower to develop opacity in vivo and required the 20 hour post-
exposure to produce appreciable lesions in vitro. These data suggest that our standard post exposure (2 hour)
can be predictive of irritation potential of fragrance/solvent mixtures.
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INTRODUCTION:

The Bovine Corneal Opacity and Permeability (BCOP) Assay is routinely used by S.C. Johnson and Son as a
tool for evaluating air fresheners for potential ocular irritation. Depending on the type of air freshener, other
components may be added to solubilize a fragrance or to facilitate fragrance delivery mechanisms. In Phase I of
this study (Cuellar et al., 2003), the BCOP assay and the primary eye irritation assay (EPA OPPTS 870.2400)
were conducted using simple fragrance mixtures containing six commonly used solvents. As with Cuellar et al.
(2002), Cuellar et al. (2003) found that solvents had an impact on the ocular irritation potential of fragrance
mixtures. Based on this information, we examined the use of the BCOP at our standard post exposure times (2
and 4 hour) in comparison with Phase I post exposure times both in vitro (20 hour) and in vivo (24 hour) for
rate, degree and intensity of irritation potential of the same fragrance mixtures.

Histological examination is necessary to understand the degree and depth of injury associated with the
permeability and opacity measurements with diverse chemical classes or mixtures (Curren et al., 2000). Depth
of injury has been shown to be a predictor of the degree and duration (reversibility) of ocular injury by Maurer
et al. (2002) and Jester et al. (1998). Histological evaluation was used in Cuellar et al. (2002) to define the
degree of injury to a reference sample and also to set the upper bound limit for other formulations of that type.
Cuellar et al. (2003), demonstrated that permeability and opacity scores in the BCOP assay and the MAS scores
in vivo paralleled the depth of injury and cellular changes seen histologically from both BCOP and in vivo
samples. In Phase II of this study, we evaluated the progression of lesion development after exposure in the
BCOP assay. Additionally, we determined specific early lesions that would be predictive of damage observed
after 20+ hours in vitro and in vivo in the same fragrance mixtures.
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MATERIALS AND METHODS:

Phase In — vitro (BCOP) In-vivo
One 3 & 10 minute exposure, 20 hour | 1,4, & 24 hour scored
post-exposure
Two 3 minute exposure, 2 & 4 hour Not repeated
post-exposure

IN VITRO - BCOP:

Bovine Eyes

The BCOP assay was performed following the methods of Sina et al. (1995). Bovine eyes were
obtained from a local abattoir as a by-product from freshly slaughtered animals. The eyes were grossly
examined for damage and those exhibiting defects were discarded. The corneas were excised such thata 2 to 3
mm rim of sclera was present around the cornea. The corneas were mounted in the holders and the two
chambers filled with Minimum Essential Medium Eagle (MEM) without phenol red, supplemented with 1%
fetal bovine serum (complete MEM). The corneal holders were incubated at 32 + 1°C for a minimum of 1 hour.

Bovine Corneal Opacity and Permeability Assay

After a minimum of 1 hour of incubation, the medium replaced in both chambers and the opacity was
determined for each cornea using a Spectro Designs OP-KIT opacitometer. Three corneas, whose opacity
readings were close to the median opacity for all the corneas, were selected as the negative control corneas.
The medium was then removed from the anterior chamber and replaced with either the test article, positive
control, or negative control.

Testing Procedure

Each test article was administered neat to the BCOP test system. An aliquot of 750 pl of either the test
article, positive control (100% ethanol), or negative control (deionized water) was introduced into the anterior
chamber while slightly rotating the holder to ensure uniform distribution over the cornea. Six corneas were
used for each test article (three corneas per each post-exposure incubation period of 2 or 4 hours) were exposed
for three minutes at 32 + 1°C. Six corneas were treated with the negative control (three corneas per each post-
exposure incubation period of 2 and 4 hours) were exposed for ten minutes at 32 + 1°C. Three corneas were
treated with the positive control for 10 minutes 32 + 1°C. After the exposure periods, the test or control article
treatments were removed. The corneal surface was washed at least three times to ensure total removal of the
test or control articles. The corneas exposed were returned to the incubator for approximately 2 hours (test
articles, positive and negative controls) and 4 hours (test articles and negative controls). After this incubation
(2 or 4 hours), the final measure of opacity was obtained. Corneas cultured for 4 hours were refed immediately
prior to the final measure of opacity. The values obtained at this second opacity measurement are presented in
the report and were used in calculating the corneal opacity.

After the second opacity measurement was performed, the medium was removed from both chambers
of the holder. The posterior chamber was refilled with complete MEM, and 1 ml of a 4 mg/ml fluorescein
solution was added to the anterior chamber. The corneas were then incubated in a horizontal position (anterior
side up) for approximately 90 minutes at 32 £ 1°C. After the incubation, an aliquot of 360 pl from each
chamber was placed into the designated well on a 96-well plate. The optical density at 490 nm (OD4q¢) was
determined using a Molecular Devices V'max kinetic microplate reader.
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Opacity Measurement: The change in opacity for each cornea was calculated by subtracting the pre-
treatment opacity readings from the final opacity readings. The corrected opacity value of each cornea was
calculated by subtracting the average change in opacity of the negative control corneas from that of each treated
cornea. The mean opacity values of each treatment group were then calculated.

Permeability Measurement: The corrected ODg49y Was calculated by subtracting the mean ODyy of the
negative control corneas from the OD49 value of each treated cornea. The mean ODygy values of each treatment
group were then calculated.

Histology

The corneas were placed in individual, prelabelled cassettes and fixed for at least 24 hours in 10%
buffered formalin. The fixed corneas were transferred to Pathology Associates - A Charles River Company
(Frederick, MD) for embedding, sectioning and staining. Each slide was then stained with hematoxylin and
eosin. Slides were returned to the Institute for In Vitro Sciences, Inc. for evaluation. Photomicrographs and
thickness measurements were prepared using a Spot Insight (Spot Diagnostic Instruments) digital camera and
associated software.

IN VIVO:

The acute eye irritation study was conducted in accordance with the US EPA, Health Effects Test Guidelines
(OPPTS 870.2400). Four New Zealand White rabbits were treated per sample (three animals for histopathology
and one animal for recovery). Each animal received a 0.1mL dose of the appropriate test article in the
conjunctival sac of the right eye. The left eye of each animal remained untreated and served as the control.
Eyes were macroscopically scored at 1, 4, and 24 hours after dosing for both histopathology and recovery
animals according to the Ocular Grading System based on Draize (1959). The group mean irritation score was
then calculated for each scoring interval based on the number of animals intially dosed in each group. The
calculated group mean ocular irritation scores for each interval were used to classify the test article according to
the Ocular Evaluation Criteria of Kay and Calandra (1962).

Histology:

The test and control eyes were collected, identified, and placed in 10% neutral buffered formalin for fixation.
The sections were processed histologically (embedded in paraffin, cut, and stained with hematoxylin and eosin).
The histology was conducted by HistoTechniques (Powell, Ohio). The resulting slides were examined by a
board certified pathologist (Dr. J. Dale Thurman, Senior Director of Pathology). No tissues were retained or
examined for the recovery animals. Subsequently, slides were scored for cellular changes (paralleling those
scored for bovine corneas) and photographed by one of us (JHW). These observations are reported in Table 1.
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RESULTS:

The histological results of the BCOP and acute eye irritation assay for thirteen treatment groups are presented in
Tables 1-3. The numerical scores of the BCOP and acute eye irritation assay for the thirteen treatment groups
are graphically presented in Figures 1-6. The thirteen treatment groups include fragrance only, six solvents
only, and six solvent/fragrance mixtures. The simple fragrance alone consists of 25% of each of the following
fragrance components: benzyl acetate, linalool, dihydroxymyrcenol, and Verdox. The solvents consist of 100%
of each of the following solvents: ethanol (ETOH), Dowanol DPM (DPM), Isopar M, dipropylene glycol
(DPG), carbitol, and benzyl benzoate (BB). The solvent/fragrance mixtures (solvent + F, e.g. ETOH+F) consist
of 80% fragrance mixture (20% of each fragrance component) and 20% of each solvent. Fragrance
components and solvents were chosen because they are more frequently used in fragrance formulations.
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Table 1 shows the depth of injury, cellular change and opacity score x area score for each animal for the thirteen
treatment groups. Characteristic lesions are grouped together by severity of injury and cellular change from
Group I (least irritating) to Group IV (most irritating). Days to clear for the recovery animal is listed below.

Table 1. In-Vivo Histological Summary

Opacity Score x Area Score for each animal

Group | Characteristic Lesions 2x4 2x3 2x2 2x1 1x1 0x0

v 1) Complete or nearly
complete loss of epithelium
over the cornea

2) Marked inflammatory
infiltrate extending well
into the corneal stroma

3) Loss of keratocytes in the
upper stroma

4) Increased frequency of
enlarged keratocytes in the

mid stroma
III 1) Focal, full thickness loss | Frag- DPG+F Frag- Frag-
of epithelium rance Carbitol | rance rance
2) Marked inflammatory ETOH+F | +F Carbitol+ | Carbitol+F
infiltrate restricted to the DPM+F F DPM
edge of the cornea BB+F DPM|

3) Increased frequency of
enlarged keratocytes in the
upper stroma under the
epithelial lesion

II 1) Small focus of epithelial Carbitol ETOH+F Isopar DPG+F
loss or thinning Carbitol DPM+F M-+F
2) Limited inflammatory Carbitol BB+F DPG
infiltrate

3) Slight increase in
enlarged keratocytes

I 1) Epithelium was intact or
just slightly thinned

2) Little or no inflammatory
infiltrate

3) No enlarged keratocytes

ETOH+F
DPM+F
Isopar M+F
Isopar M+F
DPG+F

BB-+F

Isopar

Days to clear (for the remaining animal in the treatment group)
>28 days - ETOH

7 Days - Fragrance, ETOH+F, DPM+F, Carbitol +F

3 Days — DPG+F, DPM, DPG, Carbitol

2 Days — Isopar+F, BB+F

1 Day — Isopar M, BB
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Table 2 demonstrates the description of the characteristic lesions seen in the epithelial layer of the corneas of

the 13 treatment samples in the BCOP assay at three different post-exposure times (2, 4, and 20 hours).

Corneas are grouped by severity of the depth of injury and cellular changes from Group E (most irritating) to
Group A (least irritating).

Table 2. Summary of the epithelial layer changes in the BCOP

In Characteristic Lesions 2-hour 4-hour 20-hour
Vitro post- post- post-
cexposurc | exXposurc | €xXposurc
Group E | Full thickness loss or separation on >50% of the corneal | ETOH ETOH ETOH
surface DPM + F (2)
Carbitol + F
Group D | Full thickness loss/separation on <50% of the corneal ETOH+F(2) | ETOH+F Fragrance
surface but substantial damage to wing and basal DPG+F Carbitol+F(2 | ETOH+F
cell layers Carbitol+F ) DPG+F (2)
DPM+F (1)
Group C | Little or no full thickness loss but damage well into the | ETOH+F(1) | DPM+F DPG+F(1)
wing and basal cell layers (may include nuclear DPM+F DPG+F BB+F
changes and cytoplasmic vacuolization) DPM Carbitol+ DPM
Carbitol F(1) Carbitol
DPM
Carbitol
Group B | Loss of the full squamous cell layer with occasional Fragrance Fragrance Isopar M+F
damage into the wing cell layer. No full thickness Isopar M+F
loss
Group A | Similar to the time-matched negative control epithelium | BB+F Isopar M+F | Isopar M
or with some loss/loosening of the surface Isopar M BB+F DPG
squamous epithelial layers DPG Isopar M BB
BB DPG
BB
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Table 3 demonstrates the description of the characteristic lesions seen in the stroma of the corneas of the 13
treatment samples in the BCOP assay at three different post-exposure times (2, 4, and 20 hours). Corneas are
grouped by severity of the depth of injury and cellular changes from Group E (most irritating) to Group A (least

irritating).

Table 3. Summary of the Stromal Lesions in the BCOP.

In
Vitro

Characteristic Lesions

2-hour
post-
exposure

4-hour
post-
exposure

20-hour
post-
exposure

Group E

0

2)

Thickness: Appreciably thicker than the time-matched
controls

Stromal matrix vacuolization: Marked to 50% depth
Keratocytes:

a. Upper stroma: Marked cell loss and/or increase in
nuclear changes (degeneration, pyknosis,
vacuolization or abnormal chromatin condensation) to
= 50% depth

b. Nuclear enlargement/ cytoplasmic eosinophilia:
Marked or Moderate to = 50% depth

ETOH

ETOH

Group D

0

3)

Thickness: Thicker than the time-matched controls
Stromal matrix vacuolization: Some marked but
moderate to 50% depth

Keratocytes:

a. Upper stroma: Moderate cell loss and/or increase in
nuclear changes (degeneration, pyknosis,
vacuolization or abnormal chromatin condensation) to
= 25% depth

b. Nuclear enlargement/ cytoplasmic eosinophilia:
Moderate/Marked to 50% depth

ETOH+F
DPG+F
Carbitol+F(2)

Fragrance
ETOH+F
DPM+F
Carbitol+F

Group C

0
2)

3)

Thickness: Thicker than the time-matched controls
Stromal matrix vacuolization: Moderate to < 50%
depth

Keratocytes:

a. Upper stroma: Slight cell loss and/or increase in
nuclear changes (degeneration, pyknosis,
vacuolization or abnormal chromatin condensation) to
= 25% depth

b. Nuclear enlargement/ cytoplasmic eosinophilia:
Moderate to < 50% depth

Carbitol+F
DPM
Carbitol

DPM-+F
DPM
Carbitol

DPG+F
Carbitol
DPM

Group B

0
2)

3)

Thickness: Slightly thicker than the time-matched
controls

Stromal matrix vacuolization: Moderate to < 30%
depth

Keratocytes:

a. Upper stroma: Normal (no cell loss or nuclear
degeneration)

b. Nuclear changes (enlargement)/ cytoplasmic
eosinophilia: Moderate increase to < 30% depth

ETOH+F
ETOH

BB+F

Group A

0

3)

Thickness: Similar to the time-matched controls
Stromal matrix vacuolization: Slight or less increase to
= 30% depth

Keratocytes:

Fragrance
DPM+F
Isopar M+F
DPG+F

Fragrance
Isopar M+F
DPG+F
Carbitol+F(1)

Isopar M + F
Isopar M
DPG

BB
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In Characteristic Lesions 2-hour 4-hour 20-hour
Vitro post- post- post-
exposurc | €xposure exXposure
a. Upper stroma: Normal (no cell loss or nuclear BB+F BB+F
degeneration) Isopar M Isopar M
b. Nuclear changes (enlargement)/ cytoplasmic DPG DPG
eosinophilia: Slight or less increase to < 20% depth BB BB
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GRAPHICAL RESULTS: Appended Below

Figure 1. In-vivo Results — Opacity

Figure 2. In-vivo Results — Opacity X Area
Figure 3. In-vivo Results - MAS scores
Figure 4. BCOP Opacity Scores

Figure 5. BCOP Permeability Scores

Figure 6. BCOP In vitro Scores

March 2006
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RESULTS:

*  Alone, the fragrance induced only slight corneal changes until 24 hours after treatment in vivo. In the
BCOP assay, the similar time course was observed.

¢ Impact of Solvent:

1. The addition of ethanol or DPM to the fragrance increased the in-vivo corneal scores (opacity and
area) at 4 hours compared to the fragrance alone.

2. The addition of ethanol, DPM, DPG, or carbitol to the fragrance increased the BCOP opacity and
permeability scores (and histological changes) at 2 and 4 hours compared to fragrance alone.

3. The addition of IsoPar M to the fragrance showed a strong mitigating effect on the overall irritancy of
the fragrance in-vivo and BCOP assays.

4. The addition of BB to the fragrance slowed the onset and reduced the overall irritation (in vivo) and
BCOP opacity and permeability scores (and histological changes).

*  The rapid onset of irritancy to the cornea (in-vivo) of ethanol, DPM, and carbitol was correctly predicted by
the BCOP at 2 hours based on both the scores (opacity and permeability) and histological changes in the
epithelium. The full expression of stromal changes took 4 hours in the BCOP (e.g., ethanol).

e Irritation Levels:

1. Severe irritation was defined by sustained high Draize scores, high in-vitro scores, significant tissue
damage (Group IV and E) and no recovery.

2. Moderate irritation was defined at two levels with moderate tissue damage (Group III, II & D-B):
* one level defined by moderate Draize and in-vitro scores, and seven days to clear and
* second level defined by moderate Draize and in-vitro scores and three days to clear.

3. Mild irritation was defined by mild Draize and in-vitro scores, minimal tissue damage (Group 1 & A)
and rapid recovery (<3 days).

* Based on the histological changes over the three harvest times, the BCOP was able to distinguish a) the
severe irritation potential of ethanol, b) the moderate irritation potentials of fragrance alone, fragrance +
ethanol, fragrance + DPM, and fragrance + carbitol, ¢) the moderate but more rapidly clearing irritation of
DPM and carbitol alone, d) the mild irritation of fragrance + Isopar M and fragrance + BB, and e) the very
mild Isopar M, DPG, and BB alone. The exception is fragrance + DPG where the in vitro response was
much more pronounced that the in vivo response.
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In Vivo Histology : Appended below

Figures 7-8 show animal corneas treated with test substance.
Figure 7. In Vivo Group 1: BB & Isopar M

(A) Center of the cornea, no changes observed (magnification 230x)
(B) Area, away from limbus, showing separation of squamous epithelium (magnification 430x)

Figure 8. In Vivo Group 4: ETOH.

(A) Central cornea showing loss of epithelium, inflammation, and marked increase in larger dark staining
keratocyte nuclei in area of inflammatory infiltrate. Note - the cells were not in the upper 20% of the stroma
(magnification 170x)

(B) Area in denuded area showing keratocyte changes and swelling (magnification 430x)

BCOP Histology
Figures 9-12 show corneas treated for 3 minutes, at varying post exposure times with test
substance in the BCOP.

Figure 9. BCOP Fragrance alone: 3-minute exposure, 2-hour post-exposure

(A) Epithelium — Loss of surface squamous epithelium and some necrotic cells within the wing and basal layers
(magnification 230x)(Epithelial Group B)

(B) Stroma — Very similar to the time-matched negative control-treated corneas (magnification 430x)(Stromal
Group A)

Figure 10. BCOP Fragrance alone: 3-minute exposure, 20-hour post-exposure

(A) Epithelium — Loss of the squamous epithelium and marked nuclear pyknosis and cytoplasmic eosinophilia
in the wing cell layer (magnification 230x) (Epithelial Group D)

(B) Stroma — Marked collagen matrix vacuolization to 20% depth and keratocyte nuclear swelling and
cytoplasmic eosinophilia (magnification 430x) (Stromal Group D)

Figure 11. BCOP ETOH alone: 3-minute exposure, 2-hour post-exposure

(A) Epithelium — Marked cellular damage and separation between the basal cells and basal lamina
(magnification 230x) (Epithelial Group E)

(B) Stroma — Moderate collagen matrix vacuolization to mid depth and moderate increase in keratinocytes with
nuclear pyknosis in the upper 25% of the stroma (magnification 430x) (Stromal Group B)

Figure 12. BCOP ETOH alone: 3-minute exposure, 4-hour post-exposure

(A) Epithelium - Marked cellular damage and separation between the basal cells and basal lamina
(magnification 230x) (Epithelial Group E)

(B) Stroma — Marked collagen matrix vacuolization and a decrease in viable keratocytes extended to 30%
depth. Marked keratocyte nuclear enlargement cytoplasmic eosinophilia was present at mid depth but is not
shown in this micrograph (magnification 430x) (Stromal Group E)
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CONCLUSIONS:

*  Over the three harvest times, the BCOP assay was able to identify histological changes that characterize the
treatment groups into severe (ethanol alone), moderate (2-stages), and mild categories. One treatment
group (fragrance + DPG) was over predicted by the BCOP compared to the in vivo assay.

*  Solvents have a major impact on the ocular irritation potential of fragrance mixtures. Both the degree and
the time-course of the irritation can be impacted by the solvent.

* The time course of the tissue scores in vivo was similar to the time course of the histological changes in
BCOP.

*  When injury was significant enough, morphological changes in the keratocytes, specifically keratocyte
nuclear enlargement (activation), were detectable in both the BCOP and in-vivo-treated corneas. Fini
(1999) and collaborators have reported that certain morphological changes in keratocytes are associated
with phenotypic changes (activation) and subsequent undesirable fibrotic scaring.

¢ BCOP model was more consistent in its response to a given treatment than the in vivo model (Table 1-3).

G-20
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igure 1. In Vivo Opacity Scores
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ure 2. In Vivo Corneal Scores (Opacity x Area)
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igure 3. In Vivo MAS Scores
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igure 4. BCOP Opacity Scores
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igure 5. BCOP Permeability Scores
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ure 6. BCOP In Vitro Scores
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Figure 7. In Vivo Group 1: BB & Isopar M

(Aa.) Center of the cornea, no changes observed (magnification 230x) File 100902-77
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(B) Area, away from limbus, showing separation of squamous epithelium (magnification

430x) File 100902-61
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Figure 8. In Vivo Group 4: ETOH.

(A) Central cornea showing loss of epithelium, inflammation, and marked increase in larger
dark staining keratocyte nuclei in area of inflammatory infiltrate. Note - the cells were not in
the upper 20% of the stroma (magnification 170x) File 100902-41
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(B) Area in denuded area showing keratocyte changes and swelling (magnification 430x) File
100902-42
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Figure 9. BCOP Fragrance alone: 3-minute exposure, 2-hour post-exposure

(A) Epithelium — Loss of surface squamous epithelium and some necrotic cells within the
wing and basal layers (magnification 230x)(Epithelial Group B) File 082903-08
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(B) Stroma — Very similar to the time-matched negative control-treated corneas
(magnification 430x)(Stromal Group A) File 082903-10




Figure 10. BCOP Fragrance alone: 3-minute exposure, 20-hour post-exposure

(A) Epithelium — Loss of the squamous epithelium and marked nuclear pyknosis and
cytoplasmic eosinophilia in the wing cell layer (magnification 230x) (Epithelial Group D) File
111702-12




(B) Stroma — Marked collagen matrix vacuolization to 20% depth and keratocyte nuclear
swelling and cytoplasmic eosinophilia (magnification 430x) (Stromal Group D) File 111702-
14
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Figure 11. BCOP ETOH alone: 3-minute exposure, 2-hour post-exposure

(A) Epithelium — Marked cellular damage and separation between the basal cells and basal
lamina (magnification 230x) (Epithelial Group E)J.File 082903-35




(B) Stroma — Moderate collagen matrix vacuolization to mid depth and moderate increase in
keratinocytes with nuclear pyknosis in the upper 25% of the stroma (magnification 430x)
(Stromal Group B) File 082903-37
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Figure 12. BCOP ETOH alone: 3-minute exposure, 4-hour post-exposure

(A) Epithelium - Marked cellular damage and separation between the basal cells and basal
lamina (magnification 230x) (Epithelial Group E) File 091503-43




(B) Stroma — Marked collagen matrix vacuolization and a decrease in viable keratocytes
extended to 30% depth. Marked keratocyte nuclear enlargement cytoplasmic eosinophilia was
present at mid depth but is not shown in this micrograph (magnification 430x) (Stromal Group
E) File 091503-45
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FORMULAS
Test NLaterlaI Group Raw Material Percentage
1 Fragrance Benzyl acetate 25
linalool 25
Dihydroxymyrcenol 25
Verdox 25
2 Ethanol Ethanol 100
3 Dowanol DPM Dowanol DPM 100
4 Isopar M Isopar M 100
5 Dipropylene glycol Dipropylene glycol 100
6 Carbitol Carbitol 100
Benzyl benzoate Benzyl benzoate 100
8 Ethanol + Fragrance Ethanol 20
Benzyl acetate 20
linalool 20
Dihydroxymyrcenol 20
Verdox 20
9 Dowanol DPM + Dowanol DPM 20
Fragrance
Benzyl acetate 20
linalool 20
Dihydroxymyrcenol 20
Verdox 20
10 Isopar M + Fragrance Isopar M 20
Benzyl acetate 20
linalool 20
Dihydroxymyrcenol 20
Verdox 20
Dipropylene glycol + .
11 Fragrance Dipropylene glycol 20
Benzyl acetate 20
linalool 20
Dihydroxymyrcenol 20
Verdox 20
12 Carbitol + Fragrance Carbitol 20
Benzyl acetate 20
linalool 20
Dihydroxymyrcenol 20
Verdox 20
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FORMULAS
Test NLaterlaI Group Raw Material Percentage
13 Benzyl benzoate + Benzyl benzoate 20
Fragrance
Benzyl acetate 20
linalool 20
Dihydroxymyrcenol 20
Verdox 20
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Appendix G2

Dataset Received from S.C. Johnson & Son, Inc. in Support of
Cuellar et al. (2002) Poster Presentation
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&Johnson

A FAMILY COMPANY

S.C. Johnson & Son, Inc. ‘

Worldwide Consumer Products, RD & E
Global Safety Assessment and Regulatory Affairs, Product Toxicology
MS 139 1525 Howe Street, Racine WI 53403

September 3, 2004

Christina Inhof, MSPH

Senior Project Coordinator/Technical Writer ILS, Inc.
NICEATM

P.O. Box 12233

NIEHS MD EC-17

Research Triangle Park, NC 27709

Christina,

Hil How are you? [am happy to be submitting the data on benchmark and fragrance formulations,
which were partially discussed in the poster citation listed below:

Cuellar, N., Merrill, J.C., Clear, M.L.,. Mun G., and Harbell J.W. 2002. The application of benchmarks
for the evaluation of the potential ocular irritancy of aerosol fragrances. The Toxicologist 66(1-S): 243-
244,

Included with this submission are the following documents:

1. Cover letter ,

2. Data spreadsheet

3. Fragrance graphs

4, Coded formula spreadsheet
Study Protocols:

Standard Draize protocol was used for 4 of the in-vivo studies. The EPA aerosol protocol was used for
test material #3. Standard BCOP protocol was used for the in-vitro work at IIVS. BCOP exposure
times were 3 and 10 minutes with post exposure of 2 hours.

Formula Spreadsheet: ’

The formulas listed in this spreadsheet are coded similarly to past submissions. For benchmarks, test
material number is the unique sample number whereas the group description is referenced in the poster
as type of benchmark. Test material #3 and #4 (Alcohol-based benchmark) is not listed in the poster.
For fragrance formulas, test material denotes the category (formula) whereas the group describes the
formula form (i.e aerosol vs membrane (gel). Fragrances formulas are referenced in the poster. For
both benchmarks and formulations, raw materials are listed followed by their percentages.
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Poster:

Benchmark poster not included. John Harbell previously sént it to you.

Graphs:

- Graphs plot the BCOP total score per each unique fragrance formulation. Graphs include reference
benchmarks (see formula spreadsheet) and the ethanol control. The bars show one standard deviation
from the mean value for each benchmark and the ethanol. Please not that the ethanol values displayed
on the 3-minute exposure graphs are for a 3-minute exposure to ethanol (not the 10-minute exposure
ethanol that was performed as the positive control). There are 9 tabs in this spreadsheet. Graphs are
labeled per form ((2 for aerosol and 2 for membrane (gel)) and exposure time (3 or 10 minutes) in tabs
1-8. The first two graphs refer to the aerosol formulas and the second two graphs refer to the
membrane. Each graph includes the corresponding raw data in the next tab. There are 44 aerosol
formulas depicted in the aerosol graphs and 36 membrane formulas depicted in the membrane graphs.
The final tab describes the basic statistics on the ethanol control and each benchmark by exposure
time.

Data Worksheet:

The data worksheet consists of 4 tabs at the bottom of the page. We are including all tabs to clearly
demonstrate how we analyzed the data into the GHS and EPA categories in the summary spreadsheet
shown in tab #4.

Summary spreadsheet:

The summary spreadsheet is sorted by test material. The test material number refers to the benchmark
formula or ethanol listed in the formula spreadsheet. GHS and EPA categories are in the next 8
columns in yellow. The last 2 columns consist of the mean BCOP total scores (3 and 10 minute) in
blue. EPA and GHS criteria are summarized in this spreadsheet.

Data was analyzed per formula. Raw data scores from the first three days and days to clear per each
of 6 rabbits were randomly put into combinations of three and categorized accordingly based on EPA or
GHS criteria. This analysis resulted in a total of 20 combinations per formula. Each combination was
listed in the appropriate GHS or EPA category. Scoring assumptions are also listed in this spreadsheet
based on protocol differences.

Protocol used for the BCOP assay was the same for all benchmarks and ethanol formulas. In-vivo
studies were conducted using the standard Draize protocol with the exception of the ethanol/fragrance
benchmark. The ethanolffragrance benchmark utilized the EPA aerosol dosing Draize protocol.

The ethanol/fragrance benchmark is used to evaluate specific-aerosol formulations. This benchmark
shows that even though the formulation would be irritating in the standard Draize Assay, the product is
provided in a form that restricts exposure to the aerosol route by limiting exposure via a metered dose.
The metered dosing approach demonstrates that new formulations would not exceed the irritation
potential of the benchmark.

As shown in the graphs and the summary table, the BCOP is able to rank irritation of a variety of
formulations in comparison to the benchmarks. Severe irritants can be identified using this
methodology. The fragrance level in the formula does impact the irritation potential of the formula.
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These data demonstrate the importance of assessing all new formulations relative to an appropriate
fixed benchmark.

lf you have any queétions or comments on this data set, please feel free to contact either Judith
Swanson or myself at the following:

Nicole Cuellar Judith Swanson
(262) 260-6916 (262) 260-2688
ncuellar@scj.com jeswanso@scj.com
Sincere regards,

A

| Nicole €tellar
’ Sr. Research Toxicologist
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In Vivo Data - S.C. Johnson Submission Dated September 3, 2004

TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME [OPACITY] AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
| 0.1]F38948 #1 24 1 2 1 2 2 27 | EPA |
48 1 1 0 2 1 0 1 14
72 1 1 0 0 1 0 7 GHS
7 days 0 0 0 2 0 0 4 14
14 days 0 0 0 0 0 0 0
21 days 0
[ANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue  F38948 #1 27 1.0 1.3 0.3 1.3 1.3 0.7 14 14
ANIMAL ID
Summary 1 #1 27 1.0 1.3 0.3 1.3 1.3 0.7 14 14
block used 2 #1 34 0.7 1.3 0.3 2.3 1.3 0.7 14 14
analysis of 3 #1 37 0.7 2.0 0.3 2.0 1.3 0.7 7 14
the twenty 4 #1 35 1.0 2.3 1.0 2.0 1.3 0.3 7 14
combinations 5 #1 39 1.0 27 1.0 27 1.3 2.0 14 14
6 #1 30 1.0 1.7 1.0 27 1.3 0.3 14 14
Dose Vol 0.1
TEST CORNEAL CONJUNCTIVAL DAYS-TO-
Volume ANIMAL ID MATL TIME [OPACITY] AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
| 0.1]R2266 #2 24 0 0 0 1 0 0 2 EPA
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
[ANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue  R2266 #2 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
ANIMAL ID
Summary 1 #2 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
block used 2 #2 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
analysis of 3 #2 4 0.0 0.0 0.0 0.7 0.3 0.0 0 3
the twenty 4 #2 2 0.0 0.0 0.0 0.7 0.0 0.0 0 3
combinations 5 #2 2 0.0 0.0 0.0 0.7 0.0 0.0 0 3
6 #2 4 0.0 0.0 0.0 0.7 0.7 0.0 0 3
Dose Vol 0.1
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In Vivo Data - S.C. Johnson Submission Dated September 3, 2004

‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume  |ANIMAL ID MATL TIME [OPACITY] AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1]F38949 | # | 24 1 3 1 3 2 2 34 | EPA |
48 1 1 0 2 1 0 1 14
72 0 0 0 2 1 0 6 GHS
7 days 1 1 0 1 0 0 7 14
14 days 0 0 0 0 0 0 0
21 days 0
[ANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
F38949 #1 34 0.666667 1.333333 0.333333 2.333333333  1.333333333  0.666666667 14 14
Combinations Opacity Iris Redness Chemosis DtC EPA  DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0.833333 0.333333 2.166667 1.333333 14 14 Combina- 1,34 1 0.666667
tion block GHS Rating 4 4 2 4 14 14 tion block GHS Rating 2 4
#1 12,4 1 0.666667 2.166667 1.333333 14 14 #2 1,35 1 0.666667
GHS Rating 2 4 2 4 14 14 GHS Rating 2 4
1,2,5 1 0.666667 25 1.333333 14 14 1,3,6 1 0.666667
GHS Rating 2 4 2 4 14 14 GHS Rating 2 4
1,2,6 1 0.666667 25 1.333333 14 14 14,5 1 1
GHS Rating 2 4 2 4 14 14 GHS Rating 2 4
TEST CORNEAL CONJUNCTIVAL DAYS-TO-
Volume  |ANIMAL ID MATL TIME [OPACITY] AREA IRIS REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/R2317 #2 24 0 0 0 1 0 0 2 EPA
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
[ANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
R2317 #2 2 0 0 0 0.5 0 0 0 2
Combinations Opacity Iris Redness Chemosis DtC EPA  DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0 0 0.583333 0.166667 0 3 Combina- 1,34 0 0
tion block GHS Rating 4 4 4 4 0 3 tion block GHS Rating 4 4
#1 12,4 0 0 0.583333 0 0 3 #2 1,35 0 0
GHS Rating 4 4 4 4 0 3 GHS Rating 4 4
1,2,5 0 0 0.583333 0 0 3 1,3,6 0 0
GHS Rating 4 4 4 4 0 3 GHS Rating 4 4
1,2,6 0 0 0.583333 0.333333 0 3 14,5 0 0
GHS Rating 4 4 4 4 0 3 GHS Rating 4 4
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In Vivo Data - S.C. Johnson Submission Dated September 3, 2004

‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume  |ANIMAL ID|  MATL TIME [OPACITY] AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/F38950 | #1 | 24 1 4 1 2 2 2 37 | EPA |
48 1 2 0 2 1 0 16 7
72 0 0 0 2 1 0 6 GHS
7 days 0 0 0 1 0 0 2 14
14 days 0 0 0 0 0 0 0
21 days 0
[ANIMAL ID|  MATL MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
F38950 #1 37 0.666667 2 0.333333 2 1.33333333  0.666666667 7 14
Redness Chemosis DtC EPA  DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
2 1.333333 14 14  Combina- 1,4,6 1.0 1.0 2.3 1.3 14 14
2 4 14 14 tion block GHS Rating 2 4 2 4 14 14
2.333333  1.333333 14 14 #3 1,5,6 1.0 1.0 27 1.3 14 14
2 4 14 14 GHS Rating 2 4 2 4 14 14
2.333333  1.333333 14 14 2,34 0.8 0.7 2.2 1.3 14 14
2 4 14 14 GHS Rating 4 4 2 4 14 14
2.333333 1.333333 14 14 2,35 0.8 0.7 25 1.3 14 14
2 4 14 14 GHS Rating 4 4 2 4 14 14
TEST CORNEAL CONJUNCTIVAL DAYS-TO-
Volume  |ANIMAL ID|  MATL TIME [OPACITY] AREA IRIS REDNESS | CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/R2314 #2 24 0 0 0 1 1 0 4 EPA
48 0 0 0 1 0 0 2 0
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
[ANIMALID] MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
R2314 #2 4 0 0 0 0.666666667 0.33333333 0 0 3
Redness Chemosis DtC EPA  DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
0.666667 0.166667 0 3 Combina- 1,4,6 0 0.0 0.7 0.3 0 3
4 4 0 3 tion block GHS Rating 4 4 4 4 0 3
0.666667 0.166667 0 3 #3 1,5,6 0.0 0.0 0.7 0.3 0 3
4 4 0 3 GHS Rating 4 4 4 4 0 3
0.666667 0.5 0 3 2,34 0.0 0.0 0.7 0.2 0 3
4 4 0 3 GHS Rating 4 4 4 4 0 3
0.666667 0 0 3 2,35 0.0 0.0 0.7 0.2 0 3
4 4 0 3 GHS Rating 4 4 4 4 0 3
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In Vivo Data - S.C. Johnson Submission Dated September 3, 2004

‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume  |ANIMAL ID|  MATL TIME [OPACITY] AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/F38951 | #1 | 24 1 4 1 2 2 1 35 | EPA |
48 1 2 1 2 1 0 21 7
72 1 1 1 2 1 0 16 GHS
7 days 0 0 0 1 0 0 2 14
14 days 0 0 0 0 0 0 0
21 days 0
[ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
F38951 #1 35 1 2.333333 1 2 1.333333333  0.333333333 7 14
Combinatio Opacity Iris Redness Chemosis DtC EPA  DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.8 0.7 25 1.3 14 14 Combina- 34,5 1.0 1.0
tion block GHS Ratin¢ 4 4 2 4 14 14 tion block GHS Rating 2 4
#4 24,5 1.0 1.0 25 1.3 14 14 #5 34,6 1.0 1.0
GHS Rating 2 4 2 4 14 14 GHS Rating 2 4
2,46 1.0 1.0 25 1.3 14 14 3,56 1.0 1.0
GHS Rating 2 4 2 4 14 14 GHS Rating 2 4
2,56 1.0 1.0 27 1.3 14 14 456 1.0 1.0
GHS Rating 2 4 2 4 14 14 GHS Rating 2 2
TEST CORNEAL CONJUNCTIVAL DAYS-TO-
Volume  |ANIMAL ID|  MATL TIME [OPACITY] AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/R2299 #2 24 0 0 0 1 0 0 2 EPA
48 0 0 0 1 0 0 2 0
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
[ANIMALID] MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
R2299 #2 2 0 0 0 0.66666667 0 0 0 3
Combinatio Opacity Iris Redness Chemosis DtC EPA  DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.0 0.0 0.7 0.5 0 3 Combina- 34,5 0.0 0.0
tion block GHS Ratin¢ 4 4 4 4 0 3 tion block GHS Rating 4 4
#4 24,5 0.0 0.0 0.7 0.0 0 3 #5 34,6 0.0 0.0
GHS Rating 4 4 4 4 0 3 GHS Rating 4 4
2,46 0.0 0.0 0.7 0.3 0 3 3,56 0.0 0.0
GHS Rating 4 4 4 4 0 3 GHS Rating 4 4
2,56 0.0 0.0 0.7 0.3 0 3 456 0.0 0.0
GHS Rating 4 4 4 4 0 3 GHS Rating 4 4
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume  |ANIMAL ID MATL TIME [OPACITY] AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1|F38952 | # | 24 1 4 1 2 2 3 39 | EPA |
48 1 3 1 3 1 2 32 14
72 1 1 1 3 1 1 20 GHS
7 days 1 1 0 1 1 0 9 14
14 days 0 0 0 0 0 0 0
21 days 0
[ANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
F38952 #1 39 1 2.666667 1 2.66666667 1.333333333 2 14 14
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 2 14
2.3 1.3 14 14 #1 1,2,4 2 14
2 4 14 14 1,2,5 2 14
2.3 1.3 14 14 1,2,6 2 14
2 4 14 14 1,34 2 14
27 1.3 14 14 1,35 2 14
2 4 14 14 1,3,6 2 14
27 1.3 14 14 14,5 2 14
2 4 14 14 14,6 2 14
1,5,6 2 14
TEST CORNEAL CONJUNCTIVAL DAYS-TO-
Volume  |ANIMAL ID MATL TIME [OPACITY] AREA IRIS REDNESS | CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/R2275 #2 24 0 0 0 1 0 0 2 EPA
48 0 0 0 1 0 0 2 0
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
[ANIMALID | MATL | MAS | oOPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
R2275 #2 2 0 0 0 0.66666667 0 0 0 3
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 4 3
0.7 0.2 0 3 #2 1,2,4 4 3
4 4 0 3 1,2,5 4 3
0.7 0.5 0 3 1,2,6 4 3
4 4 0 3 1,34 4 3
0.7 0.5 0 3 1,35 4 3
4 4 0 3 1,3,6 4 3
0.7 0.3 0 3 14,5 4 3
4 4 0 3 14,6 4 3
1,5,6 4 3
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume  |ANIMAL ID MATL TIME [OPACITY] AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1]F38953 | # | 24 1 3 1 2 2 1 30 | EPA |
48 1 1 1 3 1 0 18 14
72 1 1 1 3 1 0 18 GHS
7 days 0 0 0 2 1 0 6 14
14 days 0 0 0 0 0 0 0
21 days 0
[ANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
F38953 #1 30 1 1.666667 1 2.66666667  1.333333333  0.333333333 14 14
14 2,34 2 14 14
14 2,35 2 14 14
14 2,36 2 14 14
14 24,5 2 14 14
14 2,46 2 14 14
14 2,56 2 14 14
14 34,5 2 14 14
14 34,6 2 14 14
14 3,56 2 14 14
14 456 2 14 14
TEST CORNEAL CONJUNCTIVAL DAYS-TO-
Volume  |ANIMAL ID MATL TIME [OPACITY] AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/R2267 #2 24 0 0 0 1 1 0 4 EPA
48 0 0 0 1 1 0 4 0
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
[ANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
R2267 #2 4 0 0 0 0.66666667  0.666666667 0 0 3
0 2,34 4 3 0
0 2,35 4 3 0
0 2,36 4 3 0
0 24,5 4 3 0
0 2,46 4 3 0
0 2,56 4 3 0
0 34,5 4 3 0
0 34,6 4 3 0
0 3,56 4 3 0
0 456 4 3 0
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1

2 Test Count per Category BCOP Mean In Vitro Score

3 Material # |GHS 1 [GHS 2a |GHS2b |GHS NI |[EPA1 |EPA2 |EPA3 |EPA4 |3-minute 10-minute

4 [Note #1 Fragrance Benchmark #3 #1 0 20 0 0 0 20 0 0 50.1 90.1
5 |Note #2 Ethanol/Fragrance Benchmark #2 #2 0 0 0 20 0 0 0 20 93.3 123.6
6 [Note #3 Alcohol-based Benchmark #1 #3 10 10 0 0 10 10 0 0 39.7 58.9
7 __[Note #4 Alcohol-based Benchmark #1 #4 20 0 0 0 20 0 0 0 39.7 58.9
8 [Note #5 Ethanol #5 10 10 0 0 10 10 0 0 33.4 52.7
9

10 |reference #s refer to the benchmark study

11 _|data and figures

12

13 [Note #1 Full volume rabbit eye irritation test

14 |Note #2 Aerosol protocol where eye is sprayed for one second at a distance of 10 cm Not a normal installation Draize test

15 [Note #3 Full volume eye test. Details of BCOP Reference #1 provided in the earlier submission of ethanol containing formulations

16 _[Note #4 second study also reported with the ethanol containing formulations

17 [Note #5 Full volume eye te‘st. Data reported with et‘hanol formulations

18

19 |Raw animal data already provided for Reference #1 and ethanol
20
21
22 Opacity Iris Conjunct |Days to Clear Notes: GHS
23 [GHS 1 3or> 1.50r> NA >21 Tissue scores for 2 most irritated rabbits
24 |GHS 2a 1or> 1or> 2or> <21 Days to clear for the last rabbit to clear (all tissues
25 |GHS 2b 1or> 1or> 2or> 7or< (i.e., tissue scores of 0)
26 |GHS NI <1 <1 <2 <21 Discharge not scored
27 [EPA \
28 |EPA1 >21 Rabbit has cleared if:
29 |EPA2 <21 Opacity |lris Conjunct
30 [EPA3 7or< <1 <1 <2
31 |EPA4 1or< Discharge not scored
32
33
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Ethanol

Ethanol

Reference #1

Reference #2

Reference #3

BCOP Data for SC Johnson Submission
Dated September 3, 2004

3-minute exposure
Opacity =~ OD490 In Vitro Score

Mean 211 0.820 33.4
STD 2.9 0.238 5.8
cv 13.7% 29.0% 17.5%
n=7

10-minute exposure (normal positive control)

Opacity ~ OD490 In Vitro Score

Mean 31.2 1.422 52.7

STD 4.8 0.345 6.4

cv 15.3% 24.3% 12.1%

n= 632

Oct 1997 to the present

Alcohol-based benchmark Used as the first benchmark formulation
3-minute exposure for the aerosol formulations

Opacity ~ OD490 IV Score

Mean 20.6 1.270 39.7
STD 3.5 0.308 6.6
cv 16.8% 24.2% 16.7%
n=21

10-minute exposure

Opacity ~ OD490 IV Score

Mean 28.6 2.001 58.5
STD 41 0.415 7.6
cv 14.3% 20.7% 13.0%
n=43

Ethanol Fragrance benchmark
3-minute exposure

Opacity =~ OD490 IV Score

Mean 53.7 2.6 93.3
STD 8.5 0.5 12.9
cv 15.8% 20.0% 13.8%
n=32

10-minute exposure
Opacity =~ OD490 IV Score

Mean 81.5 2.805 123.6
STD 11.9 0.520 13.3
cv 14.6% 18.5% 10.8%
n=32

Fragrance benchmark (no ethanol)

3-minute exposure
Opacity ~ OD490 IV Score

Mean 39.9 0.693 50.4
STD 6.0 0.238 8.5
cv 14.9% 34.3% 16.8%
n=84

10-minute exposure
Opacity ~ OD490 IV Score

Mean 61.0 1.941 90.1
STD 7.9 0.459 12.0
cv 12.9% 23.7% 13.3%
n=90
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FORMULAS
Test Material # Group Raw Material Percentage
Fragrance Benchmark
1 (Reference #3) Fragrance 95-100
Thickener 0-5
Ethanol/ Fragrance
2 Benchmark (Reference #2) Ethanol 70-75
Fragrance 25-30
Alcohol-based Benchmark
3,4 (Reference #1) Alcohol 85-90
Active 10-15
Dimethicone 1-5
Fragrance <1
5 Ethanol Ethanol 100
Fragrance
Formulas Membrane Formula Fragrance 95-100
Thickener 0-5
Fragrance
Formulas Aerosol Formula-1" Alcohol 70-75
Fragrance 25-30
Fragrance
Formulas Aerosol Formula-2 Alcohol 80-85
Fragrance 15-20
Fragrance
Formulas Aerosol Formula-3 Alcohol 90-95
Fragrance 5-10

'Most aerosol formulas fall within this category
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Appendix G3

Dataset Received from S.C. Johnson & Son, Inc. in Support of
Gran et al. (2003) Poster Presentation
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(Johnson

A FAMILY COMPANY

S.C. Johnson & Son, Inc.
Worldwide Consumer Products, RD & E

Clobal Safety Assessment and Regulatory Affairs, Product Toxicology

MS 139 1525 Howe Street, Racine WI 53403

October 13, 2004

Christina Inhof, MSPH

Senior Project Coordinator/Technical Writer ILS, Inc.
NICEATM

P.O. Box 12233

NIEHS MD EC-17

Research Triangle Park, NC 27709

Christina,

Hi! How are you? | am happy to be submitting data on sodium percarbonate, which was
discussed in the poster citation listed below:

Gran B.P., Swanson J.E., Merrill J.C., and Harbell J.W. 2003. Evaluating the irritancy
potential of sodium percarbonate: A case study using the bovine corneal opacity and
permeability (BCOP) assay. The Toxicologist, Abstract Number 1066, Volume 72, Number
S-1, March 2003. ‘

Included with this submission are the following documents:

Cover letter

Poster text

Histology slides

Coded formula spreadsheet

HPOON =~

Study Protocols:

The standard Draize protocol was used by the supplier for the in vivo studies. We have
been granted permission to share this data on sodium percarbonate for the purpose of this
review. Due to the powdered form of the raw material, a bulk density determination was
made to determine the weight equivalent of a 100 uL dose. Because significant irritation was
observed in the acute dermal study, anesthetic was applied to the rabbit eyes five minutes
prior to dosing in the primary eye irritation study.

The standard BCOP protocol for solid test articles was not used for the in vifro work at IIVS.
Test articles were tested as 50% (w/w) slurry suspensions in sterile, deionized water.
Treated corneas were incubated for 10 and 30 minutes with post-exposure incubation
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periods of 4- and 20-24 hours. The details of the protocol are provided in the poster text.
Concurrent positive and negative controls were performed with each assay. Negative control
corneas were prepared for each post-exposure incubation time.

Formula Spreadsheet:

The formulas listed in this spreadsheet are coded similarly to formulas listed in the poster.

Test material number is the unique sample number and the group name denotes formula
description. Raw materials are listed followed by their percentages in each formula.

Poster:

The poster offprint is not included. John Harbell sent it to you previously.

Poster Text:

A word document consisting of poster text and tables is included in this submission for ease
of reading. This document highlights where the histology slides should be inserted for ease
of understanding.

Histology Slides:
Histology slides should be referenced on page 8.

Data Worksheet:

Since the rabbit study was terminated at 96 hours because of the severe nature of the
responses, we must assume that the in vivo response fits Category 1 (both GHS and EPA).
The 96-hours readings are listed in the table below:

_Animal Opacity Area Iris Redness Chemosis Discharge
1 3 1 1 3 2 2

2 3 4 a 3 3 0

3 3 1 a 3 3 2

4 1 1 0 3 2 0

5 3 4 a 3 4 3

6 2 4 1 3 3 1

a — Iris could not be scored because of severe corneal opacity

Summary:

The standard BCOP protocol for solids was not utilized in this investigation of sodium
percarbonate. The standard protocol, developed for pharmaceutical intermediates that are
relatively insoluble, calls for using a 20% suspension with a 4-hour exposure time. Based on
past experience with the BCOP assay, the eye irritancy potential of more aqueous-solubie
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solids such as laundry powders using the standard solids protocol is vastly overpredictive of
the outcome resulting from accidental human exposure. Furthermore, experience has
shown that reactive/oxidizing chemistries (such as bleach, percarbonates and peroxides)
have a delayed toxicity response in the assay necessitating increased post-exposure
observation time.

The question the investigators faced in this case study of sodium percarbonate was what
protocol parameters were needed to model the bolus exposure for an extended period that
occurs in the Draize eye irritation protocol as well as what might be expected to be a realistic
maximum exposure for humans. The following parameters were chosen: A 50% suspension
of the solid with a 30-minute exposure time to model the in vivo exposure and 10-minute
exposure time to model maximum accidental human exposure. While post-exposure time in
the BCOP is typically 2 hours, times of 4 and 20-24 hours were chosen.

Utilizing the protocol considerations discussed above, the BCOP assay was able to
adequately predict the irritancy potential of two different concentrations of sodium
percarbonate for both a realistic human exposure scenario and an in vivo exposure scenario.
Reduction of sodium percarbonate concentration predictably reduced the irritancy potential
of the end-use formulation. Histology as a third endpoint in the BCOP assay was critical in
evaluating the depth and degree of injury.

If you have any questions or comments on this data set, please feel free to contact either
Judith Swanson or myself at the following:

Nicole Cuellar Judith Swanson
(262) 260-6916 (262) 260-2688
ncuellar@scj.com , jeswanso@scj.com

Sincere regards,

St Gt

Nicole Cuellar
Sr. Research Toxicologist
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POSTER TEXT FOR S.C. JOHNSON SUBMISSION DATED OCTOBER 13, 2004
TITLE

EVALUATING THE IRRITANCY POTENTIAL OF SODIUM PERCARBONATE: A CASE
STUDY USING THE BOVINE CORNEAL OPACITY AND PERMEABILITY (BCOP) ASSAY.

B.P. Gran', J.E. Swanson', J.C. Merrill* and J.W. Harbell?
'S.C. Johnson & Son, Inc. Racine, WI; *Institute for In Vitro Sciences, Inc., Gaithersburg, MD.

ABSTRACT

Sodium percarbonate (2Na,COs * 3H,0,) is a component in cleaning products but the neat powder
has the potential to be highly irritating to the ocular tissue of rabbits (EPA Category I). This injury
results from the chemical’s reactivity and dosing method that may trap the powder against the eye. In
the BCOP assay, experience has now shown that oxidizing/reactive materials often require a longer
post-exposure time to fully manifest cytopathic changes. When testing reactive chemistries, the post-
exposure incubation times are increased from 2 hours to 4 and 24 hours. Exposure times of 10, 20, 30
and 60 minutes were used in this study. Sodium percarbonate and percarbonate-based formulations
were evaluated as 50% suspensions in water. Abattoir-derived corneas were received, mounted,
exposed to test materials, and opacity, permeability and histological endpoints measured as
previously reported Curren et al.(2000). Opacity and permeability scores increased with increasing
exposure times and concentration of percarbonate. After the 10-minute exposure to percarbonate
alone, the 4-hour post-exposure corneas showed focal epithelial layer changes that progressed to a
loss of epithelium after 24 hours. Stromal damage included collagen matrix vacuolization and loss of
basophilic components in the keratocyte cytoplasm. Exposures of 20 minutes or greater led to rapid
destruction of both the epithelial and stromal cells and marked collagen matrix swelling. Tissue
lesions declined rapidly with decreasing percarbonate concentration. Thus, the marked ocular damage
induced by neat percarbonate in the rabbit, could also be reproduced in the modified BCOP. These
data suggest that the modified BCOP assay can be effectively used to evaluate the safety of
percarbonate-based formulations and lead to appropriate labeling and packaging decisions.
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INTRODUCTION

The sodium percarbonate molecule owes its current popularity in cleaning products to its capability to
be a powerful oxygen generator when combined with water. This crystalline solid is a highly reactive
molecule that has been shown to be very irritating to rabbit eye tissue. When rabbits were exposed in
the standard EPA Guideline eye irritation assay, corneal epithelial peeling, iridial involvement and
severe conjunctival irritation occurred. (supplier data)

An initial investigation of the eye irritation potential of sodium percarbonate using the standard
BCOP Assay protocol resulted in a relatively benign profile, a strikingly different result from the in
vivo study.

This case study of sodium percarbonate presents an effort to understand how a non-animal assay, the
BCOP Assay, can be utilized to realistically predict human eye irritancy potential of reactive
molecules. The BCOP Assay was chosen for this work as it allows exact control over the exposure
times and provides several measures of tissue damage. Exposure times were chosen to encompass the
range of effective exposures that might occur in the rabbit. This enabled us to identify the exposure
time in the BCOP Assay that resulted in a comparable level of injury to that seen in the rabbit study.
Corneal injury was evaluated using the standard BCOP endpoints, opacity and permeability, as well
as histological examination.
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MATERIALS AND METHODSError! Bookmark not defined.

Bovine Eyes

The BCOP assay was performed following the methods of Sina et al. (1995). Bovine eyes
were obtained from a local abattoir as a by-product from freshly slaughtered animals. The eyes were
grossly examined for damage and those exhibiting defects were discarded. The corneas were excised
such that a 2 to 3 mm rim of sclera was present around the cornea. The corneas were mounted in the
holders and the two chambers filled with Minimum Essential Medium Eagle (MEM) without phenol
red, supplemented with 1% fetal bovine serum (complete MEM). The corneal holders were incubated
at 32 + 1°C for a minimum of 1 hour.

Bovine Corneal Opacity and Permeability Assay

After a minimum of 1 hour of incubation, the medium replaced in both chambers and the
opacity was determined for each cornea using a Spectro Designs OP-KIT opacitometer. Three
corneas, whose opacity readings were close to the median opacity for all the corneas, were selected as
the negative control corneas. The medium was then removed from the anterior chamber and replaced
with the test article, positive control, or negative control.

Method for Testing Liquid or Surfactant Materials

The test articles were tested as 50% (w/w) slurry suspension in sterile, deionized water. An
aliquot of 750l of the test article, positive control, or negative control was introduced into the
anterior chamber while slightly rotating the holder to ensure uniform distribution over the cornea. A
total of three corneas per treatment group were incubated in the presence of each test article at
32 + 1°C for 10, 20, or 30 minutes with a post-exposure incubation period of 4, 20, or 24 hours. The
negative control was tested, in groups of 3 corneas each, to match the short and long post-exposure
incubation periods. The positive control was tested in three corneas at 32 £ 1°C for 10 minutes with a
post-exposure incubation period of two hours. After the test or control article exposure, the epithelial
side of the corneas was washed at least three times with complete MEM to ensure total removal of the
test or control articles. The anterior chamber was refilled with fresh complete MEM and an opacity
measurement was performed. After the post-exposure incubation period, a second measure of opacity
was obtained. The corneas designated for the post-exposure incubation periods of 2 or 4 hours did
not require refeeding with fresh medium prior to the second measure of opacity. The corneas
designated for the over night post-exposure incubation periods were refed with fresh medium
approximately every 6 hours and immediately prior to the second measure of opacity.

After the final opacity measurement was performed, the medium was removed from both
chambers of the holder. The posterior chamber was refilled with complete MEM, and 1 ml of a 4
mg/ml fluorescein solution was added to the anterior chamber. The corneas were then incubated in a
horizontal position (anterior side up) for approximately 90 minutes at 32 + 1°C. After the incubation,
an aliquot of 360 pl from each chamber was placed into the designated well on a 96-well plate. The
optical density at 490 nm (ODa4g¢) was determined using a Molecular Devices V'max kinetic
microplate reader.
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Opacity Measurement: The change in opacity for each cornea was calculated by subtracting
the pre-treatment opacity readings from the final opacity readings. The corrected opacity value of
each cornea was calculated by subtracting the average change in opacity of the time-matched negative
control corneas from that of each treated cornea. The mean opacity values of each treatment group
were then calculated.

Permeability Measurement: The corrected OD4oy Was calculated by subtracting the mean
ODyy of the time-matched negative control corneas from the ODygo value of each treated cornea. The
mean ODyq values of each treatment group were then calculated.

Histology

The corneas were placed in individual, prelabelled cassettes and fixed for at least 24 hours in
10% buffered formalin. The fixed corneas were transferred to Pathology Associates - A Charles
River Company (Frederick, MD) for embedding, sectioning and staining. Each slide was then stained
with hematoxylin and eosin. Slides were returned to the Institute for In Vitro Sciences, Inc. for
evaluation. Cornea sections were examined for the presence of changes in the epithelial, stromal, and
endothelial areas of the tissue. Treated tissues were compared to concurrent negative and positive
control tissues. Photomicrographs and thickness measurements were prepared using a Spot Insight
(Spot Diagnostic Instruments) digital camera and associated software.

Primary Eye Irritation Study of FB Sodium Percarbonate in Rabbits (1982 EPA Guidelines 81-4)

The primary eye irritation study of sodium percarbonate in six albino rabbits [Hra:
(NZW)SPF] was conducted in 1989 according to the 1982 EPA Guidelines for Acute Eye Irritation
(81-4). The study was also in accordance with GLP standards of 1983 since the in-life portion of the
study was completed before the effective date of the revised standards (9/18/89). A bulk density
determination was made to determine the weight equivalent of a 100 ul dose. Due to irritation
observed in the acute dermal study, anesthetic was applied to the eyes five minutes prior to dosing.
The weight equivalent of 100 ul was placed in the conjunctival sac of rabbit and the eyelids were
gently held together for one second. The contralateral eye served as the untreated control.
Observations for ocular irritation were made at 1, 24, 48, 72 and 96 hours after treatment. The study
was terminated at 96 hours after consultation with Sponsor due to severity of irritation observed.
Acute irritation seemed to peak at 48 hours after instillation. (Study information provided by supplier
under confidentiality agreement.)
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RESULTS

The BCOP Assay was chosen as a non-whole animal tool for evaluating the potential eye irritancy of
sodium percarbonate because it allowed exact control over exposure and observation times, and
provided several measures of tissue damage. All assays were performed using a 50% slurry of the
percarbonate salt in water to model a concentrated solution of the powder when tearing occurs
following accidental exposure.

Exposure times were chosen to encompass the range of what might be a realistic worst possible case
in accidental human exposure to an exposure time that would approximate the level of injury found in
the in vivo study. Corneal injury was evaluated initially using opacity and permeability endpoints, the
standard BCOP Assay measures of irritation. Since the full manifestation of oxidative damage to
cells may be delayed for some hours after exposure with some materials, several post-exposure
periods were selected to compare the manifestation of damage over time. Table 1 shows the impact
of exposure times and post-exposure observations on the quantitative BCOP endpoints and the effects
of reducing the concentration of sodium percarbonate in formulation at two exposure times..
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Table 1. BCOP Opacity and Permeability Scores from Sodium Percarbonate Exposure: Impact of

Exposure and Post-Exposure Time

Exposure Post-Exposure In Vitro
Test Material P Incubation Opacity Permeability
Time . Score
Time
10 minutes 4 hours 8.3 0.123 10.2
1. Sodium 30 minutes 4 hours 14.0 2.598 53.0
Percarbonate
60 minutes 4 hours 19.8 4.344 85.0
(500 mg/ml -
suspension) 10 minutes 24 hours 16.0 0.636 25.5
pH 10.5 30 minutes 24 hours 27.7 1.392 48.5
60 minutes 24 hours 273 1.333 473
2. Sodium 10 minutes 20 hours 11.0 0.025 11.4
Percarbonate
(500 mg/ml .
suspension) 20 minutes 20 hours 14.0 2.810 56.1
3. Sodium 10 minutes 20 hours 6.0 0.015 6.2
Percarbonate*
(300 mg/ml .
suspension) 20 minutes 20 hours 13.3 0.366 18.8

*Formulation with 60% sodium percarbonate
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Additionally, the corneas were sectioned, stained and examined microscopically for depth of injury
and histological markers of irritancy for this oxidative material. Table 2 summarizes morphological
changes seen in the corneas for different exposure times at both short-and long-term post-exposure

times.

Table 2. Morphological Changes is Corneas Treated with Sodium Percarbonate: Impact of Exposure
and Post-Exposure Time

Test Post Exposure time Post Exposure time
Article 4 hours 20 to 24
Exposure | Epithelium | Stromal Keratocytes Epithelium Stromal Keratocytes
time Collagen Collagen
10 min Surface Increased Moderate Surface cells | Increased Marked
cells lost stromal increase in lost and upper | stromal cytoplasmic
but deeper | thickness cytoplasmic wing cells thickness and | eosinophilia
layers and eosinophilia were moderate to 40%
remained. moderate to 40% depth | pyknotic. CMV >50% depth
Marked CMV* to Deeper cells depth
focal 40% depth lost in some
lesions fields
observed
20 min** Epithelium Severe CMV | Few viable
completely throughout the | cells
lost stroma remained
30 min Surface Marked Marked Epithelium Severe CMV | Few if any
cells lost, increase in | nuclear completely throughout the | viable cells
remaining | stromal pyknosis and | lost stroma remained
cells in thickness cytoplasmic
place but and CMV | eosinophilia —
damaged past 50% full depth
depth
60 min Epithelium | Marked Marked Epithelium Severe CMV | Few if any
present but | increase in | nuclear completely throughout the | viable cells
not viable stromal pyknosis and | lost stroma remained
thickness, cytoplasmic
gas pockets | eosinophilia —
visible full depth
* CMYV = Collagen Matrix Vacuolization
ok 20-hour post-exposure time
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See attached FIGURES for specific histology slides.

The following Figures illustrate the qualitative changes in corneal tissue that are summarized in Table
2.

* Figures 1 and 2, A, B, & C show normal untreated corneal tissue to afford a basis for
comparison with the tissues that have been exposed to percarbonate slurries.

* Figures 3-7, A, B & C show injury to corneal structures at different time periods.

* Figures 8, A, B & C shows the effects of a reduced concentration end-use formulation
compared to full-strength percarbonate in Figures 4, A, B & C.
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DISCUSSION

O With reactive molecules like sodium percarbonate, reliance on the traditional 2-hour post
exposure incubation in the BCOP assay can be misleading. The delayed manifestation of toxicity
requires an increased post-exposure incubation time (see Table 1).

0 The opacity and permeability endpoints may underestimate the toxicity where the epithelium
remains physically intact. The focal lesions do not lead to an appreciable increase in permeability
scores (see for example Table 1, 10-minute exposures).

O The pattern of lesions in the corneal epithelium suggests that focal lesions develop which breach
the epithelial barrier and allow subsequent penetration into the stroma. This pattern of damage is
different from what is observed with exposure to surfactants or solvents where the lesions tend to
be more uniformly progressive across the epithelial surface of the cornea.

0 Loss of the corneal epithelium leads to extensive fluorescein permeability while the corneal
stroma is in the process of swelling (Table 1, 30- and 60-minute exposures at 4 hours post-
exposure). However, once the corneal stroma has swollen, the relative fluorescein permeability
decreases (Table 1, 30- and 60-minute exposures at 24 hours post-exposure). Note the stromal
thickness in Figures 5C and 6C.

O The degree and depth of injury to the stromal keratocytes has been shown to be predictive of the
degree and duration of ocular injury in vivo (Maurer et al., 2002). Histological evaluation of the
bovine corneas, treated in vitro, provides data on keratocyte damage. This damage may not be
fully reflected in the opacity and permeability measurements.

O The Draize Test protocol leads to an overestimation of the irritancy of powders. The effects
resulting from the Draize methodology greatly exceed what could realistically be expected from
accidental human exposure.. The differences in exposure include: the quantity and location of
material instilled, the occlusion and pressure of the crystalline material against the cornea,
mechanical abrasion and a different tearing response. (see Bruner’s discussion of ocular irritation

in Frazier’s In Vitro Toxicity Testing, pp.160-161, Wilkie and Wyman’s chapter in Hobson’s

Dermal and Ocular Toxicology, p.487. and Maurer et al., 2002)
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CONCLUSION

O Testing reactive molecules, such as sodium percarbonate, requires a modification of the BCOP
protocol to fully evaluate the potential for delayed effects on corneal tissue.

0O Because important changes may come at the cellular rather than tissue level (see Jester et al.
[1998] and Maurer et al. [2001]), histology evaluation is critical as a third end-point in the BCOP
Assay for this type of molecule. These combined endpoints allow for the determination of depth
and degree of injury that is required to predict irritation potential (see Maurer et al [2002]).

0 Inthe BCOP assay, exposures of greater than 10 minutes to a 50% suspension of sodium
percarbonate are required to achieve tissue damage consistent with the damage reported for the
rabbit eyes in the Draize test. These data suggest that trapping of the powder against the cornea in
the conjunctival sac may appreciably impact its toxicity in the rabbit.

0 Reduction of sodium percarbonate concentration greatly reduced the irritancy potential of the test

formulation, even in the more exaggerated 20-minute exposure.
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Proposed figure legends (1066)

Figure 1. Negative Control, 4-hour post-exposure
(A) Epithelium (magnification 230x)
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(C) Full thickness (magnification 45x)

Figure 2. Negative Control, 20-hour post-exposure
(A) Epithelium (magnification 230x)
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(B) Stroma directly below the Bowman’s Layer (magnification 430x)
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Figure 3. Sodium Percarbonate 50% (w/v) suspension, 10-minute exposure, 4-hour post-exposure
(A) Epithelium (magnification 230x)
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(C) Full thickness (magnification 45x)
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Figure 4. Sodium Percarbonate 50% (w/v) suspension, 10-minute exposure, 24-hour post-exposure
(A) Epithelium showing marked cell loss (magnification 230x)
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(B) Stroma at mid depth showing increased collagen matrix vacuolization (magnification 230x)

100 pm

4 o

(C) Full thickness (magnification 45x)
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Figure 5. Sodium Percarbonate, 50% (w/v) suspension, 30-minute exposure, 4-hour post-exposure
(A) Epithelium separated from the basal lamina (magnification 230x)
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(B) Stroma at mid depth showing marked nuclear pyknosis (magnification 430x)
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(C) Full thickness (magnification 45x)
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Figure 6. Sodium Percarbonate, 50% (w/v) suspension, 30-minute exposure, 24-hour post-exposure
(A) Epithelium (lost) (magnification 430x)
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(B) Stroma at mid depth showing marked collagen matrix vacuolization and dead keratocytes
(magnification 430x)
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(C) Full thickness (magnification 45x)

2155 ym

100 prm

T:\Admin2003\Meetings\SOT 2003\SCJ Gran poster 2003\Final\Figure
LegendsProofs02052003.doc 9



Figure 7. Sodium Percarbonate, 50% (w/v) suspension, 60-minute exposure, 4-hour post-exposure
(A) Epithelium (nonviable) (magnification 430x)
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(C) Full thickness showing collagen delamination (magnification 45x)
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Figure 8. Sodium Percarbonate (60% in formulation), 50% (w/v) suspension, 10-minute exposure,
20-hour post-exposure
(A) Epithelium (magnification 230x)
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(B) Stroma directly below Bowman’s Layer showing the slight increase in collagen matrix
vacuolization (magnification 430x)
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FORMULAS

March 2006

Test Material

# Group Raw Material Percentage
Sodium Percarbonate Reactive Chemical
1 (CAS #15630-89-4) Mixture 40-45
Sodium carbonate (CAS Reactive Chemical
#497-19-8 Mixture 5-10
Water 45-50
Sodium Percarbonate Reactive Chemical
2 (CAS #15630-89-4) Mixture 40-45
Sodium carbonate (CAS Reactive Chemical
#497-19-8 Mixture 5-10
Water 45-50
Sodium Percarbonate Reactive Chemical
3 (CAS #15630-89-4) Mixture 25-30
Sodium carbonate (CAS Reactive Chemical
#497-19-8 Mixture 20-25
Water 45-50
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Appendix G4

Dataset Received from L’ OREAL Advanced Research for an In-House
Porcine Corneal Opacity and Permeability Assay
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Preliminary comments :

L’OREAL Advanced Research understood very early the usefulness of isolated cornea
assay as a predictive tool for ocular irritancy. Due to constraints of supply and use of
bovine eyes, we decided to use porcine corneas.
We have developped an in-house PCOP protocol to provide adequate safety data for
cosmetic ingredients. Our PCOP protocol is basically that previously described by P.
Gautheron, with some changes linked to species.

For liquid form and water-soluble materials we obtained a prediction model based on
only one endpoint (O.D. 3) allowing to distinguish non irritating compounds (MAS <
15 if O.D. 30 < 0. 35) from irritating compounds (MAS > 15 if O.D. 30 = 0. 35).

Using this two classes scheme, 49 of the 50 raw ingredients tested in our PCOP assay
were accurately classified. Only one was over-predicted. Agreement between in vivo
and in vitro classification was high (concordance 98% -Kappa = 0. 96, p < 0.01).

Observed class (in vivo)
Predicted class Mild irritant Moderate/ Irritant /
(in vitro) MAS <15 Severe

MAS >15

Mild irritant 25 0
MAS <15
Moderate/ Irritant / 1 24
Severe
MAS >15

As MAS were available for 43 of the materials, a linear regression was carried out to
predict the Draize Maximum Average Score (MAS).

An equation PM was obtained to predict MAS value, but despite satisfactory statistical
coefficients - R*Y= 0.84, concordance = 90 % - this algorithm is not recommended
.Data analysis showed that 95% confidence interval was wide and there was too much
uncertainty of the MAS prediction for it to be used.

We used the Draize test classification scheme according to French regulations applied
to cosmetics (J. O. R. F. June 1992.) as follows :
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MAS value Class

<15 mild irritant
>15 and =< 30 moderate irritant
> 30 and < 50 irritant

> 50 severe irritant

Table 1 summarized our PCOP results obtained on 50 liquid and water-soluble
compounds, selected on the basis of preexisting in vivo data - including 32 surfactants,
7 polymers, 5 solvents, 4 active ingredients and 2 dyes.

All compounds were tested in vitro at the same concentration as in vivo.

Some of them , including references , were tested in both PCOP and BCOP - See
Table II and III for details .

Taking into account those results PCOP seems to be more suitable to predict class
irritation than BCOP. Future work need to be done to complete this comparison .

Abbreviations used :

PCOP = Porcine cornea permeability and opacity assay,

BCOP = Bovine cornea permeability and opacity assay;

MAS = maximum average score;

OP;y or OP3g = opacity induced by a 10-min or 30 min- exposure of corneas,
respectively;

O.D.;p or O.D.39 = optical density measured after a 10-min or 30 min- exposure of
corneas, respectively;

PM = prediction model.
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Table 1: PCOP results obtained on 50 liquid and water-soluble compounds

March 2006

PCOP Data Predicted data In vivo
data
(‘historical)
N° product |Concentration OPjy |0.D.19|OP3¢|0.D.3o| PCOP MAS
tested class (Class MAS|class
deducted)
1 0.5% 4 - 1031]0.084| Mild 10.2 0.7 |Mild
0.043 (Mild)
2 10% -0.3 - 16.31]0.008| Mild 8.3 2.3 |Mild
0.006 (Mild)
3 20% -1 - 1041]0.003| Mild 8.2 3.7 |Mild
0.003 (Mild)
4 10% 6.7 10.041(53.9/0.092| Mild 10.4 4.0 |Mild
(Mild)
5 5% 7.7 10.042(12.7/0.028| Mild 8.8 4.7 |Mild
(Mild)
6 10% -0.7 - 12.71]0.096| Mild 10.5 5.3 |Mild
0.001 (Mild)
7 10% -1.3 - | 5.71]0.044| Mild 9.2 5.7 |Mild
0.004 (Mild)
8 100% 1.7 10.014| 1.3 |0.066| Mild 9.8 8.5 |Mild
(Mild)
9 100% 2.6 10.036|-2.7| - Mild 7.2 9.8 |Mild
0.034 (Mild)
10 3.1% 0.3 - |-03] - Mild 7.9 10.7 |Mild
0.009 0.008 (Mild)
11 100% -5.6 - |-4.0]0.003| Mild 8.2 10.7 |Mild
0.002 (Mild)
12 100% 33 - 12010.013| Mild 8.4 10.8 |Mild
0.002 (Mild)
13 100% 4.3 - 139.0(0.133| Mild 11.5 11.0 |Mild
0.002 (Mild)
14 100% 5 - |23 - Mild 8.0 11.3 |Mild
0.004 0.003 (Mild)
15 10% 0.3 - 12.810.021| Mild 8.6 11.3 |Mild
0.017 Mild)
16 5% 5.6 10.421(19.0(1.040| Irrg. 29.4 12.0 |Mild
(Mod.)
17 100% 1 10.007|4.7]0.028| Mild 8.8 12.0 |Mild
(Mild)
18 100% 3 - 123 - Mild 7.9 12.3 |Mild
0.001 0.007 (Mild)
19 6.7% 4.7 10.212115.0/0.296| Mild 15.3 12.7 |Mild
(Mod.)
20 100% 7.3 10.056({21.2{0.014| Mild 8.4 12.8 |Mild
(Mild)
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March 2006

PCOP Data Predicted data In vivo
data
(‘historical)
N° product |Concentration OPjy |0.D.19|OP3¢|0.D.3o| PCOP MAS
tested class (Class MAS|class
deducted)
21 2% 3.3 10.042|5.0 {0.056| Mild 9.5 13.0 |Mild
(Mild)
22 100% 9.3 10.049(17.0{0.089| Mild Not AppL NA |Mild
23 100% 2 10.053]73 - Mild Not AppL NA |Mild
0.007
24 100% -2.4 10.012|-1.0|0.003 | Mild Not AppL NA |Mild
25 10% 0.3 10.003|2.7]0.014] Mild Not AppL NA |Mild
26 100% 20.7 {0.118 |67.1]0.367 Irrg. 16.9 16.0 |Mod.
(Mod.)
27 6% 16 |1.641]14.012.060 Irrg. 38.7 30.6 | Irr.
(Irr. to Sev.)
28 10% 6.3 [0.516|40.5|2.081 Irrg. 38.8 31.0 | Irr.
(Irr. to Sev.)
29 0.5% 23 10.739|25.5]0.451 Irrg. 18.8 31.0 | Irr.
(mod.)
30 10% 31.310.876|38.7|1.268 Irrg. 325 31.3 | Irr.
(Irr. to Sev.)
31 10% 7.3 10343 (7.7 12.202 Irrg. 39.2 31.7 | Irr.
(Irr. to Sev.)
32 10% 24.710.97917.310.918 Irrg. 27.8 31.7 | Irr.
(Irr. to Sev.)
33 10% 13.711.041] 3.0 | 1.764 Irrg. 37.2 32.7| Irr.
(Irr. to Sev.)
34 10% 20 |0.868|46.0|1.488 Irrg. 34.9 33.7 | Irr.
(Irr. to Sev.)
35 6% 14 10.659(32.5/1.896 Irrg. 37 34.7| Irr.
(Irr. to Sev.)
36 6% 35.310.919(30.3|1.548 Irrg. 355 35.3 | Irr.
(Irr. to Sev.)
37 10% 13 10.613|11.7|1.123 Irrg. 30.6 35.7 | Irr.
(Mod.)
38 10% 16.7 |1.917|22.3]2.132 Irrg. 38.9 37.4 | Irr.
(Irr. to Sev.)
39 10% 14.3 10.750]16.7(2.016 Irrg. 38.6 39.3 | Irr.
(Irr. to Sev)
40 10% 9.3 2.433(22.3|1.738 Irrg. 37 40.3 | Irr.
(Irr. to Sev.)
41 10% 8.3 0.66823.0|1.667 Irrg. 36.5 40.7 | Irr.
(Irr. to Sev.)
42 10% 1.3 10.308 (38.3|1.714 Irrg. 36.8 43.0 | Irr.
(Mod.)
43 10% 11.310.786|18.0(2.094 Irrg. 38.9 45.0 | Irr.
(Irr. to Sev.)
44 10% 29 |1.56833.3]1.978 Irrg. 384 46.0 | Irr.
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PCOP Data Predicted data In vivo
data
(‘historical)
N° product |Concentration OPjy |0.D.19|OP30|0.D.3o| PCOP MAS
tested class (Class MAS | class
deducted)
(Irr. to Sev.)
45 10% 23 |1.28819.7|2.174 Irrg. 39.1 472 | Irr.
(Irr. to Sev.)
46 10% 17.3 10.995| 8.0 | 1.538 Irrg. Not AppL | 63.7 | Sev.
47 10% 213 [1.618|11.3]1.679 Irrg. Not AppL | 63.7 | Sev
48 10% 16.710.495127.310.878 Irrg. Not AppL NA | TIrr.
49 10% 6.7 [0.232]18.0]1.112 Irrg. Not AppL NA | TIrr.
50 10% 10.7 10.639 148.310.997 Irrg. Not AppL NA | Irr.

OPj4. OP3¢. O.D. 15 O.D. 3p: Each data represents mean corrected value of three corneas.
NA: not available.
Not AppL: Not applicable

Predicted class is determined by the PM: O.D. 3,< 0.35 _ predict nonirritating (MAS <15 - mild
irritant) - O.D. 30=
0.35 _ predict irritating (Irrg.) corresponding to MAS >15, covering three French Draize classes -
moderate, irritant, severe.
Predicted MAS is calculated using this algorithm = 8. 08 + 26. 16 x O. D. 30— 5. 47 x O.D 302, with
deduction of Draize class in brackets. Evaluation of this PM was based on three classes — Mild irritant

(MAS =< 15), Moderate irritant

(15< MAS =< 30) , irritant to severe ( MAS >30). Data analysis showed that 95% confidence interval
was wide. There is too much uncertainty of the MAS prediction for it to be used.
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Table II - References tested in PCOP and BCOP with historical data (N = 8)

In vivo data
BCOP data
(historical) PCOP data
o In .
N* PRODUCT CONC | MAS | vivo |OPo|0.D.10|OPs0|0.D 10 Prif;;ed OP0|0.D.16 Scl%re OP3|0.D50 S‘;%re Predicted
Class Class
Propylene glycol (n°20) 100% | 12.8 |Mild| 7.3 | 0.05621.2|10.014| Mild |NA| NA | NA |[11,7/0.001| 1.8 1
Sodium dodecyl sulfate (n°38) 10% 374 | Irr. {16.7]1 1917 (22.3]2.132 Irrg NA| NA | NA | 150424 18 2
Triton X100 (n°40) 10% | 40.3 | Irr. | 9.3 |12.433(22.3]1.738 Irrg 32 (2717|439 |2.1(5.197| 79.5
Vaseline oil 100% | NI |Mild|-0.3{0.008| -1 |-0.03| Mild |NA| NA | NA | NA|[0.005| 4.0 1
Tween 20 (n° 7) 10% 57 |Mild|-1.3[0.004|5.7]0.044| Mild |03 ]0.003| 0.3 |1.80.001| 1.8 1
37
Ethanol 100% (at 1h) Irr. | 40 | 1.260 [58.2|0.676 Irrg 12692912 | 70.6 | NA | NA | NA 3
Ethanol 50% | NA | NA | 83 ]0.036| 18 [0.075| Mild |NA| NA | 229 |[NA|1.117]| 31.3 3
Ethanol 10% NA | NA |-2.3]0.014| 0.3 |-0.016| Mild NA| NA | NA | NA [0.021| 0.5 1
Lactic Acid 10% | 31.2 | Irr. | 78 | 0.928 | 271 | 1.552 Irrg 15.210.029 | 15.6 |75.2]0.439 | 81.7 3
Hexadecyl trimethyl ammonium 0
bromide (CTAB) 0.5% | NA | NA [42.3/0.562 |53.0|1.270 Irrg NA | NA | 433 [48.2(5.112 (1249 3

Numbers in brackets refer to table 1.
NA: not available.
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TABLE III: Results obtained on compounds tested in both PCOP and BCOP (N =15)

March 2006

In vivo data (historical)

PCOP data BCOP data
N° [ CONC MAS Classe OP10|0.D.10| OP3|0.D. Predicted Class OP,0|0.D..o|Score 10{0P4|0.D.ay|Score 30 Predicted Class
TESTED

8 100% 8,5 Mild 1,7 10,014| 1,3 | 0,066 Mild NA | NA NA | 0,8 |-0,006| 0,7 1
13 | 100% 11,0 Mild 4,3 1-0,002|39,0 | 0,133 Mild 4410040 5,0 (24,710,958 39,1 2or3
18 | 100% 12,3 Mild 3,0 {-0,001] 12,3 |-0,007 Mild NA | NA NA |5,81(0,057| 6,6 1
20 | 100% 12,8 Mild 7,3 10,056|21,210,014 Mild NA | NA NA [11,7|0,424| 18,0 2
26 | 100% 16,0 Mod. 20,7/0,118 67,110,367 Irrg 71,510,971 | 86,1 |58,6(2,346| 93,8 3
A 10% 30,3 Irrg 47,311,256 |186,0, 0,796 Irrg 12,111,505 34,7 |51,3|4,107| 112,9 3
30 10% 31,3 Irrg 31,310,876 | 38,7 | 1,268 Irrg 56,811,786 | 83,6 198,8(2,327| 133,7 3
31 10% 31,7 Irrg 7,310,343 | 7,7 |2,202 Irrg 2,511,058 184 |3,0(3,238| 51,6 2or3
32 10% 31,7 Irrg 24,710,979 117,310,918 Irrg 3,7 (1,977 33,4 |3,5]5231| 82,0 3
33 10% 32,7 Irrg 13,711,041 | 3,0 | 1,764 Irrg 0,3 (0,860 13,2 |2,7[4,439| 69,8 3
39 10% 39,3 Irrg 14,310,750 | 16,7 | 2,016 Irrg 0,410,721 11,2 |3,9]1,043| 16,9 2
42 10% 43.0 Irrg 1,3 10,308 38,3 1,714 Irrg 5,7 (1,082 22,0 |6,1(5392| 86,9 3
43 10% 45,0 Irrg 11,310,786 | 18,0 | 2,094 Irrg 3,6 (1,077 19,8 |3,6 3,921| 624 3
45 10% 472 Irrg 23,011,288 (19,7 (2,174 Irrg 5,1 3,098 51,6 |23 (5040 779 3
46 10% 63,7 Irrg 17,310,995 | 8,0 | 1,538 Irrg 49 11,812 32,1 |2,43,854| 60,2 3

Product numbers refer to table I .
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Our BCOP protocol is a variation on the original protocol developed by P. GAUTHERON .

Corneal score = OP + ( 15 x 0O.D.). Classification depends on corneal scores at 30 minutes
completed with results at 10 minutes :

Score at 30 min Class
<10 Class 1 : mild irritant
10 - 25 Class 2 : moderate irritant if score 10 mn < 10

Class 2 or 3 if 10 <score 10 mn <25
Class 3 : irritant to strong irritant if score 10 mn >25

25-55 Class 2 or 3 if score 10 mn < 10
Class 3 : irritant to strong irritant if score 10 mn >10

>55 Class 3 : irritant to strong irritant
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Appendix G5

Supporting Analyses Received from IIVS for
Gettings et al. (1996) Study
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Gettings et al. (1996) Study

TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME [OPACITY[ AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1]1 HZA 24 1 4 1 2 1 1 33 | EPA |
48 1 3 0 2 1 0 21 7
72 1 1 0 2 1 1 13 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
ANIMALID | MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZA 33 1.0 2.7 0.3 2.0 1.0 0.7 7 7
ANIMAL ID
Summary 1]  HzA 33 1.0 2.7 0.3 2.0 1.0 0.7 7 7
block used 2| HzA 27 1.0 1.3 0.7 2.3 1.3 13 22 22
analysis of 3| HzA 34 1.0 1.7 1.0 2.7 1.7 1.3 7 7
the twenty 4| HzA 37 1.0 3.0 1.0 2.0 1.7 1.3 14 14
combinations 5| HzA 35 1.0 2.3 0.7 2.3 1.3 03 22 22
6] HzA 39 1.0 3.0 0.7 2.7 1.7 17 21 21
Dose Vol 0.1
TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME [OPACITY[ AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1]1 HZB* 24 1 1 1 2 1 0 16 | EPA |
48 1 1 0 2 1 1 13 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZB* 16 0.7 0.7 0.3 1.3 0.7 0.3 3 3
ANIMAL ID
Summary 1] HzB* 16 0.7 0.7 0.3 1.3 0.7 0.3 3 3
block used 2| HzB* 4 0.0 0.0 0.0 1.0 0.0 0.0 2 2
analysis of 3| HzB* 11 1.0 1.0 0.0 1.3 1.0 0.0 7 7
the twenty 4| HzB* 27 0.7 1.0 0.3 1.7 1.0 0.7 3 7
combinations 5 HzB* 35 1.0 2.3 1.0 2.0 1.3 1.0 7 7
6] HzB* 0 0.3 0.3 0.3 1.7 1.0 0.0 3 7
Dose Vol 0.1
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1]2 | HzA | 24 1 2 1 2 2 2 27 | EPA |
48 1 1 1 3 1 2 22 22
72 1 1 0 2 1 0 1 GHS
7 days 1 1 0 2 1 1 13 22
14 days 1 1 0 2 2 1 15
21 days 1 1 0 2 1 0 1
ANIMALID | MATL | MAS [OPACITY| AREA IRIS REDNESS CHEMOSIS DISCHARGE | DtC EPA DtC GHS
2  HZzZA 27 1 1.333333 0.666667 2.333333333  1.333333333  1.333333333 22 22
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 1 0.833333 2.5 15 22 22 Combina- 1,3,4 1 1
tion block GHS Rating 2 4 2 4 22 22 tion block GHS Rating 2 4
#1 1,2,4 1 0.833333 2.166667 1.5 22 22 #2 1,3,5 1 0.833333
GHS Rating 2 4 2 4 22 22 GHS Rating 2 4
1,2,5 1 0.666667 2.333333 1.333333 22 22 1,3,6 1 0.833333
GHS Rating 2 4 2 4 22 22 GHS Rating 2 4
1,2,6 1 0.666667 2.5 15 22 22 1,4,5 1 0.833333
GHS Rating 2 4 2 4 22 22 GHS Rating 2 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/2 | HzB* | 24 0 0 0 2 0 0 4 | EPA |
48 0 0 0 0 0 0 0 2
72 0 GHS
7 days 0 2
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HzZB* 4 0 0 0 1 0 0 2 2
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0.833333 0.166667 1.333333 0.833333 7 7 Combina- 1,34 0.833333 0.333333
tion block GHS Rating 4 4 4 4 7 7 tion block GHS Rating 4 4
#1 12,4 0.666667 0.333333 1.5 0.833333 3 7 #2 1,3,5 1 0.666667
GHS Rating 4 4 4 4 3 7 GHS Rating 2 4
1,2,5 0.833333 0.666667 1.666667 1 7 7 1,3,6 0.833333 0.333333
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
12,6 0.5 0.333333 1.5 0.833333 3 7 1,4,5 0.833333 0.666667
GHS Rating 4 4 4 4 3 7 GHS Rating 4 4



BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ Hza | 24 1 3 1 3 2 2 3¢ | EPA |
48 1 1 1 3 1 2 22 7
72 1 1 1 2 2 0 18 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
ANIMALID] MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HZA 34 1 1.666667 1 2.666666667 1.66666667  1.333333333 7 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
2.333333 1.666667 14 14 Combina- 1,4,6 1.0 0.8 2.3 1.7 21 21
2 4 14 14 tion block GHS Ratin 2 4 2 4 21 21
25 15 22 2  #3 1,5,6 1.0 0.7 25 15 22 22
2 4 22 22 GHS Rating 2 4 2 4 22 22
2.666667 1.666667 21 21 2,34 1.0 1.0 25 17 22 22
2 4 21 21 GHS Rating 2 2 2 4 22 22
2.166667 15 22 22 2,35 1.0 0.8 25 15 22 22
2 4 22 22 GHS Rating 2 4 2 4 22 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HzB* | 24 1 1 0 2 1 0 11 [ EpA ]
48 1 1 0 1 1 0 9 7
72 1 1 0 1 1 0 9 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HZB* 11 1 1 0 1.333333333 1 0 7 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
15 1 7 7 Combina- 1,4,6 0.7 0.3 1.7 1.0 3 7
4 4 7 7 tion block GHS Rating 4 4 4 4 3 7
1.666667 1.166667 7 7 #3 1,5,6 0.8 0.7 1.8 1.2 7 7
4 4 7 7 GHS Rating 4 4 4 4 7 7
15 1 7 7 2,34 0.8 0.2 15 1.0 7 7
4 4 7 7 GHS Rating 4 4 4 4 7 7
1.833333 1.166667 7 7 2,35 1.0 0.5 1.7 1.2 7 7
4 4 7 7 GHS Rating 2 4 4 4 7 7
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ Hza | 24 1 4 1 2 2 2 37 | EPA |
48 1 3 1 2 1 0 26 14
72 1 2 1 2 2 2 27 GHS
7 days 1 1 0 1 1 0 9 14
14 days 0 0 0 0 0 0 0
21 days 0
ANIMALID] MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtCEPA DtC GHS
4 HZA 37 1 3 1 2 1.666666667  1.333333333 14 14
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 1.0 0.8 27 17 22 22 Combina- 34,5 1.0 1.0
tion block GHS Ratinc 2 4 2 4 22 22 tion block GHS Rating 2 2
#4 2,45 1.0 0.8 2.3 15 22 22 #5 34,6 1.0 1.0
GHS Rating 2 4 2 4 22 22 GHS Rating 2 2
2,46 1.0 0.8 25 17 22 22 3,5,6 1.0 0.8
GHS Rating 2 4 2 4 22 22 GHS Rating 2 4
2,56 1.0 0.7 25 15 22 22 456 1.0 0.8
GHS Rating 2 4 2 4 22 22 GHS Rating 2 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ HzB* | 24 1 2 1 2 2 2 27 | EPA ]
48 1 1 0 2 1 0 11 3
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HZB* 27 0.666667 1 0.333333 1.66666667 1 0.666666667 3 7
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.7 0.2 1.5 1.0 7 7 Combina- 3,45 1.0 0.7
tion block GHS Ratinc 4 4 4 4 7 7 tion block GHS Rating 2 4
#4 2,45 0.8 0.7 1.8 1.2 7 7 #5 34,6 0.8 0.3
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
2,46 0.5 0.3 1.7 1.0 3 7 3,5,6 1.0 0.7
GHS Rating 4 4 4 4 3 7 GHS Rating 2 4
2,56 0.7 0.7 1.8 1.2 7 7 456 0.8 0.7
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME |[OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 HzA | 24 1 4 1 3 2 0 35 | EPA |
48 1 2 1 2 1 1 23 22
72 1 1 0 2 1 0 11 GHS
7 days 1 1 0 0 0 0 5 22
14 days 1 1 0 0 0 0 5
21 days 1 1 0 0 0 0 5
| ANIMAL ID MATL | MAS |[opPAciTY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
5 HZA 35 1 2.333333 0.666667 2.33333333 1.333333333 0.333333333 22 22
Redness DtC EPA DtC GHS Summary 1,2,3 2 22
25 1.7 22 22 HZA 12,4 2 22
2 4 22 22 12,5 2 22
2.7 17 21 21 12,6 2 22
2 4 21 21 1,34 2 14
2.7 17 22 22 1,3,5 2 22
2 4 22 22 1,3,6 2 21
25 17 22 22 1,4,5 2 22
2 4 22 22 1,4,6 2 21
15,6 2 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME |[OPACITY| AREA IRIS | REDNESS [ CHEMOSIS [DISCHARGE| DRAIZE | CLEAR
0.1/5 HzB* | 24 1 4 1 2 2 1 35 | EPA |
48 1 1 1 2 1 1 18 7
72 1 2 1 2 1 1 23 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
| ANIMAL ID MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5 HzZB* 35 1 2.333333 1 2 1.333333333 1 7 7
Redness DtC EPA DtC GHS Summary 1,2,3 4 7
1.8 1.2 7 7 HZzB* 12,4 4 7
4 4 7 7 12,5 4 7
17 1.0 7 7 12,6 4 7
4 4 7 7 1,34 4 7
1.8 1.2 7 7 1,3,5 2 7
4 4 7 7 1,3,6 4 7
1.8 1.2 7 7 1,4,5 4 7
4 4 7 7 1,4,6 4 7
15,6 4 7
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ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume |ANIMAL ID MATL TIME |[OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ Hza | 24 1 4 1 3 2 2 39 | EPA |
48 1 3 1 3 2 2 34 21
72 1 2 0 2 1 1 18 GHS
7 days 1 1 0 1 1 1 11 21
14 days 1 1 0 1 0 0 7
21 days 0 0 0 0 0 0 0
ANIMALID | MATL | MAS [OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZA 39 1 3 0.666667 2.66666667 1.666666667 1.666666667 21 21
2,3,4 2 22 22
2,35 2 22 22
2,3,6 2 22 22
2,45 2 22 22
2,46 2 22 22
2,56 2 22 22
34,5 2 22 22
34,6 2 21 21
3,56 2 22 22
456 2 22 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume |ANIMAL ID MATL TIME |[OPACITY| AREA IRIS | REDNESS | CHEMOSIS [ DISCHARGE | DRAIZE | CLEAR
0.1/6 [ HzB* | 24 1 1 1 2 2 0 0 EPA |
48 0 0 0 2 1 0 0 3
72 0 0 0 1 0 0 0 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HzB* 0 0.333333 0.333333 0.333333 1.66666667 1 0 3 7
2,3,4 4 7 7
2,35 2 7 7
2,3,6 4 7 7
2,45 4 7 7
2,46 4 7 3
2,56 4 7 7
34,5 2 7 7
34,6 4 7 7
3,56 2 7 7
456 4 7 7
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TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
011 HZC* 24 0 0 0 2 1 2 10 [ EPA |
48 0 0 0 1 0 0 2 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZC* 10 0.0 0.0 0.0 1.0 0.3 0.7 3 3
ANIMAL ID
Summary 1] Hzc* 10 0.0 0.0 0.0 1.0 0.3 0.7 3 3
block used 2| Hzc* 32 1.0 1.7 0.3 2.0 1.3 0.7 7 7
analysis of 3| Hzc* 35 1.0 23 1.0 2.0 1.3 1.3 7 7
the twenty 4] Hzc* 6 0.0 0.0 0.0 1.7 0.3 0.0 3 7
combinations 5 HzZC* 35 1.0 2.7 0.7 2.0 1.3 0.7 7 7
6] Hzc* 11 0.7 0.7 0.0 1.0 0.3 0.0 3 3
Dose Vol 0.1
TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1JF41401 HZD* 24 1 1 0 3 2 3 21 | EpPA ]
48 1 1 0 2 1 0 11 7
72 1 1 0 1 1 0 9 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue  F41401 HZD* 21 1.0 1.0 0.0 2.0 13 1.0 7 7
ANIMAL ID
Summary F41401 HZD* 21 1.0 1.0 0.0 2.0 1.3 1.0 7 7
block used 2| HzD* 15 0.7 0.7 0.0 1.7 0.7 1.0 3 7
analysis of 3| HzD* 19 0.3 0.3 0.0 1.7 1.0 1.0 3 7
the twenty 4| HzD* 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
combinations |F41356 HZD* 11 0.7 0.7 0.0 1.0 0.3 0.0 3 3
F41386 HZD* 13 0.5 0.5 0.0 1.0 0.5 0.5 2 2
Dose Vol 0.1
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/2 [ HzC* | 24 1 3 1 2 2 2 32 | EPA |
48 1 1 0 2 1 0 11 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HZC* 32 1 1.666667 0.333333 2 1.333333333  0.666666667 7 7
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 1 0.666667 2 1.333333 7 7 Combina- 1,3,4 0.5 0.5
tion block GHS Rating 2 4 2 4 7 7 tion block GHS Rating 4 4
#1 1,2,4 0.5 0.166667 1.833333 0.833333 7 7 #2 1,3,5 1 0.833333
GHS Rating 4 4 4 4 7 7 GHS Rating 2 4
1,2,5 1 0.5 2 1.333333 7 7 1,3,6 0.833333 0.5
GHS Rating 2 4 2 4 7 7 GHS Rating 4 4
1,2,6 0.833333 0.166667 1.5 0.833333 7 7 14,5 0.5 0.333333
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1]2 [ HzD* | 24 1 1 0 2 1 2 15 | EPA |
48 1 1 0 2 1 1 13 3
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HZD* 15 0.666667 0.666667 0 1.666666667  0.666666667 1 3 7
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0.833333 0 1.833333 1.166667 7 7 Combina- 1,3,4 0.666667 0
tion block GHS Rating 4 4 4 4 7 7 tion block GHS Rating 4 4
#1 1,2,4 0.833333 0 1.833333 1 7 7 #2 1,3,5 0.833333 0
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
1,2,5 0.833333 0 1.833333 1 7 7 1,3,6 0.75 0
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
1,2,6 0.833333 0 1.833333 1 7 7 14,5 0.833333 0
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4



BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HzC* | 24 1 4 1 2 1 2 35 | EPA |
48 1 2 1 2 1 0 21 7
72 1 1 1 2 2 2 22 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HzZC* 35 1 2.333333 1 2 133333333  1.333333333 7 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
1.833333 0.833333 7 7 Combina- 1,4,6 0.3 0.0 1.3 0.3 3 7
4 4 7 7 tion block GHS Rating 4 4 4 4 3 7
2 1.333333 7 7 #3 1,5,6 0.8 0.3 15 0.8 7 7
2 4 7 7 GHS Rating 4 4 4 4 7 7
1.5 0.833333 7 7 2,34 1.0 0.7 2.0 1.3 7 7
4 4 7 7 GHS Rating 2 4 2 4 7 7
1.833333 0.833333 7 7 2,35 1.0 0.8 2.0 1.3 7 7
4 4 7 7 GHS Rating 2 4 2 4 7 7
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HzD* | 24 1 1 0 2 2 3 19 | EPA |
48 0 0 0 2 1 0 6 3
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HZD* 19 0.333333 0.333333 0 1.666666667 1 1 3 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
1.833333 1.166667 7 7 Combina- 1,4,6 0.8 0.0 15 0.9 7 7
4 4 7 7 tion block GHS Ratin¢ 4 4 4 4 7 7
1.833333 1.166667 7 7 #3 1,5,6 0.8 0.0 15 0.9 7 7
4 4 7 7 GHS Rating 4 4 4 4 7 7
1.833333 1.166667 7 7 2,34 0.5 0.0 1.7 0.8 3 7
4 4 7 7 GHS Rating 4 4 4 4 3 7
1.5 0.833333 7 7 2,35 0.7 0.0 1.7 0.8 3 7
4 4 7 7 GHS Rating 4 4 4 4 3 7
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ HzC* | 24 0 0 0 2 1 0 6 | EPA |
48 0 0 0 2 0 0 4 3
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HZC* 6 0 0 0 1.66666667 0.333333333 0 3 7
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 1.0 0.7 2.0 1.3 7 7 Combina- 34,5 1.0 0.8
tion block GHS Ratin¢ 2 4 2 4 7 7 tion block GHS Rating 2 4
#4 2,45 1.0 0.5 2.0 1.3 7 7 #5 34,6 0.8 0.5
GHS Rating 2 4 2 4 7 7 GHS Rating 4 4
2,46 0.8 0.2 1.8 0.8 7 7 3,5,6 1.0 0.8
GHS Rating 4 4 4 4 7 7 GHS Rating 2 4
2,56 1.0 0.5 2.0 1.3 7 7 456 0.8 0.3
GHS Rating 2 4 2 4 7 7 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ HzD* | 24 0 0 0 1 0 0 2 | EPA
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HZD* 2 0 0 0 0.5 0 0 0 2
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.6 0.0 1.7 0.8 3 7 Combina- 34,5 0.5 0.0
tion block GHS Rating 4 4 4 4 3 7 tion block GHS Rating 4 4
#4 2,45 0.7 0.0 1.3 0.5 3 7 #5 34,6 0.4 0.0
GHS Rating 4 4 4 4 3 7 GHS Rating 4 4
2,46 0.6 0.0 1.3 0.6 3 7 3,5,6 0.6 0.0
GHS Rating 4 4 4 4 3 7 GHS Rating 4 4
2,56 0.7 0.0 1.3 0.6 3 7 456 0.6 0.0
GHS Rating 4 4 4 4 3 7 GHS Rating 4 4
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Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 HzC* | 24 1 4 1 2 2 1 35 | EPA |
48 1 3 1 2 1 1 28 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
| ANIMAL ID MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5 HZC* 35 1 2.666667 0.666667 2 1.333333333 0.666666667 7 7
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 2 7
2.0 1.3 7 7 HzC* 1,2,4 4 7
2 4 7 7 1,2,5 2 7
1.8 0.8 7 7 1,2,6 4 7
4 4 7 7 1,3,4 4 7
2.0 1.3 7 7 1,3,5 2 7
2 4 7 7 1,3,6 4 7
1.8 0.8 7 7 14,5 4 7
4 4 7 7 1,4,6 4 7
1,5,6 4 7
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1|F41356 HzD* | 24 1 1 0 2 1 0 11 [ EpA ]
48 1 1 0 1 0 0 7 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
| ANIMAL ID MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
F41356 HZD* 11 0.666667 0.666667 0 1 0.333333333 0 3 3
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 4 7
1.3 0.7 3 7 HZD* 1,2,4 4 7
4 4 3 7 1,2,5 4 7
1.3 0.8 3 7 1,2,6 4 7
4 4 3 7 1,3,4 4 7
1.3 0.8 3 7 1,3,5 4 7
4 4 3 7 1,3,6 4 7
1.0 0.4 3 3 14,5 4 7
4 4 3 3 1,4,6 4 7
1,5,6 4 7
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ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ HzC* | 24 1 1 0 2 1 0 11 [ Epa ]
48 1 1 0 1 0 0 7 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZC* 11 0.666667 0.666667 0 1 0.333333333 0 3 3
2,34 2 7 7
2,35 2 7 7
2,36 2 7 7
2,45 2 7 7
2,46 4 7 7
2,56 2 7 7
34,5 2 7 7
34,6 4 7 7
3,5,6 2 7 7
456 4 7 7
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1|F41386 [ HzD* | 24 1 1 0 2 1 1 13 | EPA |
48 0 0 0 0 0 0 0 2
72 0 GHS
7 days 0 2
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
F41386 HZD* 13 0.5 0.5 0 1 0.5 0.5 2 2
2,34 4 7 3
2,35 4 7 3
2,36 4 7 3
2,45 4 7 3
2,46 4 7 3
2,56 4 7 3
34,5 4 7 3
34,6 4 7 3
3,56 4 7 3
456 4 3 3
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Gettings et al. (1996) Study

TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME [OPACITY[ AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1]1 HZE 24 0 0 0 1 1 0 4 | EPA |
48 0 0 0 1 0 0 2 2
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
ANIMALID | MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZE 4 0.0 0.0 0.0 0.7 0.3 0.0 2 3
ANIMAL ID
Summary 1] HzE 4 0.0 0.0 0.0 0.7 0.3 0.0 2 3
block used 2| HzE 20 0.3 0.3 0.3 1.3 0.7 0.3 3 3
analysis of 3| HzE 29 1.0 1.3 0.3 2.0 1.7 1.7 7 7
the twenty 4| HzE 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
combinations 5 HZE 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
6] HzE 32 1.0 2.7 0.3 2.0 1.7 10 22 22
Dose Vol 0.1
TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME [OPACITY[ AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1]1 HZF 24 1 3 1 2 2 2 32 | EPA |
48 1 2 1 3 2 2 29 14
72 1 1 1 3 2 1 22 GHS
7 days 1 1 0 1 1 1 11 14
14 days 0 0 0 0 0 0 0
21 days 0
/ANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZF 32 1.0 2.0 1.0 2.7 2.0 17 14 14
ANIMAL ID
Summary 1] HzF 32 1.0 2.0 1.0 2.7 2.0 1.7 14 14
block used 2| HzF 29 1.0 1.3 0.7 2.7 1.3 1.0 7 7
analysis of 3| HzF 34 1.0 2.3 0.7 2.0 2.0 23 22 22
the twenty 4| HzF 41 1.0 3.3 1.0 2.0 2.3 27 22 22
combinations 5| HzF 39 1.0 2.3 1.0 2.3 2.0 0.7 14 14
6] HzF 32 1.0 2.0 0.7 1.7 1.7 0.7 7 7
Dose Vol 0.1
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Gettings et al. (1996) Study

‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/2 [ HzE | 24 1 1 1 2 2 1 20 | EPA ]
48 0 0 0 2 0 0 4 3
72 0 0 0 0 0 0 0 GHS
7 days 0 0 0 0 0 0 0 3
14 days 0
21 days 0
ANIMALID | MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HZE 20 0.333333 0.333333 0.333333 1.333333333  0.666666667  0.333333333 3 3
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0.666667 0.333333 1.666667 1.166667 7 7 Combina- 1,3,4 0.5 0.166667
tion block GHS Rating 4 4 4 4 7 7 tion block GHS Rating 4 4
#1 1,2,4 0.166667 0.166667 1 0.5 3 3 #2 1,3,5 0.5 0.166667
GHS Rating 4 4 4 4 3 3 GHS Rating 4 4
1,2,5 0.166667 0.166667 1 0.5 3 3 1,3,6 1 0.333333
GHS Rating 4 4 4 4 3 3 GHS Rating 2 4
1,2,6 0.666667 0.333333 1.666667 1.166667 22 22 14,5 0 0
GHS Rating 4 4 4 4 22 22 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1]2 [ HzF | 24 1 2 1 3 2 2 29 | EpPA |
48 1 1 1 3 1 1 20 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HZF 29 1 1.333333 0.666667 2.666666667  1.333333333 1 7 7
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 1 0.833333 2.666667 2 22 22 Combina- 1,3,4 1 1
tion block GHS Rating 2 4 2 2 22 22 tion block GHS Rating 2 2
#1 1,2,4 1 1 2.666667 2.166667 22 22 #2 1,3,5 1 1
GHS Rating 2 2 2 2 22 22 GHS Rating 2 2
1,2,5 1 1 2.666667 2 14 14 1,3,6 1 0.833333
GHS Rating 2 2 2 2 14 14 GHS Rating 2 4
1,2,6 1 0.833333 2.666667 1.833333 14 14 14,5 1 1
GHS Rating 2 4 2 4 14 14 GHS Rating 2 2
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HzE | 24 1 2 1 2 2 3 29 | EpPA |
48 1 1 0 2 2 2 17 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
ANIMALID] MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HZE 29 1 1.333333 0.333333 2 1.66666667  1.666666667 7 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
1.333333 1 7 7 Combina- 1,4,6 0.5 0.2 1.3 10 22 22
4 4 7 7 tion block GHS Rating 4 4 4 4 22 22
1.333333 1 7 7 #3 1,5,6 0.5 0.2 1.3 10 22 22
4 4 7 7 GHS Rating 4 4 4 4 22 22
2 1666667 22 22 2,34 0.7 0.3 1.7 1.2 7 7
4 4 22 22 GHS Rating 4 4 4 4 7 7
0.583333 0.166667 2 3 2,35 0.7 0.3 1.7 1.2 7 7
4 4 2 3 GHS Rating 4 4 4 4 7 7
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS REDNESS | CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HzF | 24 1 3 1 2 2 3 3¢ | EPA |
48 1 3 1 2 2 2 32 22
72 1 1 0 2 2 2 17 GHS
7 days 1 1 0 3 2 3 21 22
14 days 1 1 0 2 1 1 13
21 days 1 1 0 2 1 1 13
/ANIMALID] MATL | MAS [OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
3  HZF 34 1 2.333333 0.666667 2 2 2.333333333 22 22
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
2.333333 2.166667 22 22  Combina- 14,6 1.0 1.0 23 22 22 22
2 2 22 22 tion block GHS Rating 2 2 2 2 22 22
25 2 22 2  #3 1,5,6 1.0 1.0 25 2.0 14 14
2 2 22 22 GHS Rating 2 2 2 2 14 14
2.333333 2 22 22 2,34 1.0 0.8 23 22 22 22
2 2 22 22 GHS Rating 2 4 2 2 22 22
25 2166667 22 22 2,35 1.0 0.8 25 20 22 22
2 2 22 22 GHS Rating 2 4 2 2 22 22
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Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 | [ 24 0 0 0 1 0 0 2 | EPA
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
ANIMALID] MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DiCEPA DtC GHS
4 2 0 0 0 0.5 0 0 0 2
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 1.0 0.3 2.0 17 22 22 Combina- 34,5 0.5 0.2
tion block GHS Ratinc 4 4 2 4 22 22 tion block GHS Rating 4 4
#4 2,45 0.2 0.2 0.9 0.3 3 3 #5 34,6 1.0 0.3
GHS Rating 4 4 4 4 3 3 GHS Rating 2 4
2,46 0.7 0.3 1.7 12 22 22 3,5,6 1.0 0.3
GHS Rating 4 4 4 4 22 22 GHS Rating 2 4
2,56 0.7 0.3 1.7 12 22 22 456 0.5 0.2
GHS Rating 4 4 4 4 22 22 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 | [ 24 1 4 1 2 3 3 41 [ EPA |
48 1 3 1 2 2 3 34 22
72 1 3 1 2 2 2 32 GHS
7 days 1 2 0 2 2 1 20 22
14 days 1 2 0 2 2 2 22
21 days 2 1 0 2 2 1 20
/ANIMALID] MATL | MAS [OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 41 1 3.333333 1 2 2.333333333  2.666666667 22 22
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 1.0 0.7 2.3 18 22 22 Combina- 34,5 1.0 1.0
tion block GHS Ratinc 2 4 2 4 22 22 tion block GHS Rating 2 2
#4 2,45 1.0 1.0 25 22 22 22 #5 34,6 1.0 0.8
GHS Rating 2 2 2 2 22 22 GHS Rating 2 4
2,46 1.0 0.8 23 20 22 22 3,5,6 1.0 0.8
GHS Rating 2 4 2 2 22 22 GHS Rating 2 4
2,56 1.0 0.8 25 1.8 14 14 456 1.0 1.0
GHS Rating 2 4 2 4 14 14 GHS Rating 2 2



BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME [OPACITY] AREA IRIS | REDNESS [ CHEMOSIS |DISCHARGE| DRAIZE | CLEAR
0.1[5 | HzE | 24 0 0 0 1 0 0 2 | EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
ANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5 HZE 2 0 0 0 0.5 0 0 0 2
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 4 7
1.3 0.8 7 7 HZE 1,24 4 3
4 4 7 7 1,2,5 4 3
2.0 17 22 22 1,2,6 4 22
2 4 22 22 1,34 4 7
2.0 17 22 22 1,3,5 4 7
2 4 22 22 1,3,6 2 22
1.3 08 22 22 14,5 4 3
4 4 22 22 14,6 4 22
1,5,6 4 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME [OPACITY] AREA IRIS REDNESS | CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 | HzF | 24 1 4 1 3 2 2 39 | EPA |
48 1 2 1 2 2 0 23 14
72 1 1 1 2 2 0 18 GHS
7 days 1 1 0 1 1 0 9 14
14 days 0 0 0 0 0 0 0
21 days 0
/ANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5  HZF 39 1 2.333333 1 2.33333333 2 0.666666667 14 14
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 2 22
2.2 22 22 22 HZF 1,24 2 22
2 2 22 22 1,2,5 2 14
2.0 22 22 22 1,2,6 2 14
2 2 22 22 1,34 2 22
2.2 20 22 22 1,3,5 2 22
2 2 22 22 1,3,6 2 22
2.2 22 22 22 14,5 2 22
2 2 22 22 14,6 2 22
1,5,6 2 14
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Gettings et al. (1996) Study

‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ HzE | 24 1 4 0 2 2 2 32 | EPA |
48 1 2 0 2 2 1 20 22
72 1 2 1 2 1 0 21 GHS
7 days 1 1 0 2 1 0 11 22
14 days 1 1 0 2 2 1 15
21 days 2 1 0 2 2 1 20
ANIMALID | MATL | MAS |OPACITY] AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZE 32 1 2.666667 0.333333 2 1.666666667 1 22 22
7 2,34 4 7 7
3 2,35 4 7 7
3 2,36 2 22 22
22 2,45 4 3 3
7 2,46 4 22 22
7 2,56 4 22 22
22 34,5 4 7 7
2 34,6 2 22 22
22 3,56 2 22 22
22 456 4 22 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ HzF | 24 1 3 1 2 2 2 32 | EPA |
48 1 2 1 2 2 0 23 7
72 1 1 0 1 1 0 9 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZF 32 1 2 0.666667 1.66666667 1.666666667 0.666666667 7 7
22 2,34 2 22 22
22 2,35 2 22 22
14 2,36 2 22 22
14 2,45 2 22 22
22 2,46 2 22 22
22 2,56 2 14 14
22 34,5 2 22 22
22 34,6 2 22 22
22 3,56 2 22 22
14 456 2 22 22
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TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
011 HZG* 24 1 1 0 2 0 0 9 | EPA
48 0 0 0 1 0 0 2 2
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZG* 9 0.3 0.3 0.0 1.0 0.0 0.0 2 3
ANIMAL ID
Summary 1] HzG* 9 0.3 0.3 0.0 1.0 0.0 0.0 2 3
block used 2| HzG* 18 0.3 0.3 0.3 1.0 0.3 0.3 3 3
analysis of 3] HzG* 20 0.7 1.0 0.0 1.7 1.0 0.3 3 7
the twenty 4] HzG* 18 0.7 0.7 0.3 1.7 0.3 0.3 3 7
combinations 5| HzZG* 15 0.7 0.7 0.0 1.0 1.0 0.3 3 3
6] HzG* 11 0.3 0.3 0.0 1.7 0.7 0.0 7 7
Dose Vol 0.1
TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
011 HZH 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZH 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
ANIMAL ID
Summary 1]  HzH 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
block used 2| HzH 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
analysis of 3] HzH 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
the twenty 4]  HzH 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
combinations 5| HzH 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
6] HzH 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
Dose Vol 0.1
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/2 [ HzG* | 24 1 1 1 2 1 1 18 | EPA |
48 0 0 0 1 0 0 2 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HZG* 18 0.333333 0.333333 0.333333 1 0.333333333  0.333333333 3 3
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0.5 0.166667 1.333333 0.666667 3 7 Combina- 1,3,4 0.666667 0.166667
tion block GHS Rating 4 4 4 4 3 7 tion block GHS Rating 4 4
#1 1,2,4 0.5 0.333333 1.333333 0.333333 3 7 #2 1,3,5 0.666667 0
GHS Rating 4 4 4 4 3 7 GHS Rating 4 4
1,2,5 0.5 0.166667 1 0.666667 3 3 1,3,6 0.5 0
GHS Rating 4 4 4 4 3 3 GHS Rating 4 4
1,2,6 0.333333 0.166667 1.333333 0.5 7 7 14,5 0.666667 0.166667
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1]2 [ HzH | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0
72 0 GHS
7 days 0
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HzH 0 0 0 0 0 0 0 0 0
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0 0 0 0 0 0 Combina- 1,3,4 0 0
tion block GHS Rating 4 4 4 4 0 0 tion block GHS Rating 4 4
#1 1,2,4 0 0 0 0 0 0 #2 1,3,5 0 0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4
1,2,5 0 0 0 0 0 0 1,3,6 0 0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4
1,2,6 0 0 0 0 0 0 14,5 0 0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4



BCOP BRD: Appendix G5 IIVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study

‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HzG* | 24 1 2 0 2 2 1 20 | EPA ]
48 1 1 0 2 1 0 11 3
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3  HZG* 20 0.666667 1 0 1.666666667 1 0.333333333 3 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
1.666667 0.666667 3 7 Combina- 1,4,6 0.5 0.2 1.7 0.5 7 7
4 4 3 7 tion block GHS Rating 4 4 4 4 7 7
1.333333 1 3 7 #3 1,5,6 0.5 0.0 1.3 0.8 7 7
4 4 3 7 GHS Rating 4 4 4 4 7 7
1.666667 0.833333 7 7 2,34 0.7 0.3 1.7 0.7 3 7
4 4 7 7 GHS Rating 4 4 4 4 3 7
1.333333 0.666667 3 7 2,35 0.7 0.2 1.3 1.0 3 7
4 4 3 7 GHS Rating 4 4 4 4 3 7
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HzH | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3  HzH 0 0 0 0 0 0 0 0 0
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
0 0 0 0 Combina- 1,4,6 0.0 0.0 0.0 0.0 0 0
4 4 0 0 tion block GHS Rating 4 4 4 4 0 0
0 0 0 0 #3 1,5,6 0.0 0.0 0.0 0.0 0 0
4 4 0 0 GHS Rating 4 4 4 4 0 0
0 0 0 0 2,34 0.0 0.0 0.0 0.0 0 0
4 4 0 0 GHS Rating 4 4 4 4 0 0
0 0 0 0 2,35 0.0 0.0 0.0 0.0 0 0
4 4 0 0 GHS Rating 4 4 4 4 0 0
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ HzG* | 24 1 1 1 2 1 1 18 | EPA |
48 1 1 0 2 0 0 9 3
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HZG* 18 0.666667 0.666667 0.333333 1.66666667 0.333333333  0.333333333 3 7
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.5 0.2 1.7 0.8 7 7 Combina- 3,45 0.7 0.2
tion block GHS Ratin¢ 4 4 4 4 7 7 tion block GHS Rating 4 4
#4 2,45 0.7 0.3 1.3 0.7 3 7 #5 34,6 0.7 0.2
GHS Rating 4 4 4 4 3 7 GHS Rating 4 4
2,46 0.5 0.3 1.7 0.5 7 7 3,5,6 0.7 0.0
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
2,56 0.5 0.2 1.3 0.8 7 7 456 0.7 0.2
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ HzH | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HzH 0 0 0 0 0 0 0 0 0
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.0 0.0 0.0 0.0 0 0 Combina- 34,5 0.0 0.0
tion block GHS Rating 4 4 4 4 0 0 tion block GHS Rating 4 4
#4 2,45 0.0 0.0 0.0 0.0 0 0 #5 34,6 0.0 0.0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4
2,46 0.0 0.0 0.0 0.0 0 0 3,5,6 0.0 0.0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4
2,56 0.0 0.0 0.0 0.0 0 0 456 0.0 0.0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 [ HzG* | 24 1 1 0 2 2 1 15 | EPA |
48 1 1 0 1 1 0 9 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5 HZG* 15 0.666667 0.666667 0 1 1 0.333333333 3 3
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 4 7
1.7 1.0 3 7 HZG* 1,2,4 4 7
4 4 3 7 1,2,5 4 3
1.7 0.8 7 7 1,2,6 4 7
4 4 7 7 1,3,4 4 7
1.7 1.0 7 7 1,3,5 4 7
4 4 7 7 1,3,6 4 7
1.7 0.8 7 7 14,5 4 7
4 4 7 7 1,4,6 4 7
1,5,6 4 7
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 [ HzH | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
| ANIMAL ID MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5 HzH 0 0 0 0 0 0 0 0 0
Redness DtC EPA DtC GHS Summary 1,2,3 4 0
0.0 0.0 0 0 HZH 1,2,4 4 0
4 4 0 0 1,2,5 4 0
0.0 0.0 0 0 1,2,6 4 0
4 4 0 0 1,3,4 4 0
0.0 0.0 0 0 1,3,5 4 0
4 4 0 0 1,3,6 4 0
0.0 0.0 0 0 14,5 4 0
4 4 0 0 1,4,6 4 0
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ HzG* | 24 1 1 0 2 1 0 11 [ Epa ]
48 0 0 0 2 1 0 6 7
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZG* 11 0.333333 0.333333 0 1.66666667 0.666666667 0 7 7
2,34 4 7 3
2,35 4 7 3
2,36 4 7 7
2,45 4 7 3
2,46 4 7 7
2,56 4 7 7
34,5 4 7 3
34,6 4 7 7
3,5,6 4 7 7
456 4 7 7
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ HzH | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HzH 0 0 0 0 0 0 0 0 0
2,34 4 0 0
2,35 4 0 0
2,36 4 0 0
2,45 4 0 0
2,46 4 0 0
2,56 4 0 0
34,5 4 0 0
34,6 4 0 0
3,56 4 0 0

OO O0OO0OO0OO0OOOO0o
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TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME [OPACITY[ AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1]F40840 HZI 24 1 4 1 3 2 2 39 | EPA |
48 1 3 1 3 2 2 34 7
72 1 1 1 3 2 2 24 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
ANIMALID | MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue  F40840 HZI 39 1.0 2.7 1.0 3.0 2.0 2.0 7 7
ANIMAL ID
Summary F40840 HZI 39 1.0 2.7 1.0 3.0 2.0 2.0 7 7
block used  |F40855 HZI 36 1.0 2.3 1.0 3.0 2.0 2.3 14 14
analysis of  |F40881 HZI 39 1.0 3.0 1.0 2.0 1.7 17 22 22
the twenty | F41365 HZI 43 1.0 3.0 0.7 2.3 2.3 30 22 22
combinations [F41379 HZI 29 1.0 1.3 0.3 2.0 1.7 1.3 7 7
F41405 HZI 39 1.0 3.7 1.0 2.3 2.0 1.7 0 0
Dose Vol 0.1
TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME [OPACITY[ AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1]1 HZJ 24 0 0 0 0 0 0 0 | EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZJ 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
ANIMAL ID
Summary 11 HzJ 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
block used 2| HzJ 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
analysis of 3| HzJ 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
the twenty 4|  HzJ 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
combinations 5| HzJ 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
6] HzJ 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
Dose Vol 0.1
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/F40855 [ Hzl | 24 1 3 1 3 2 3 36 | EPA |
48 1 2 1 3 2 2 29 14
72 1 2 1 3 2 2 29 GHS
7 days 1 1 0 2 1 0 11 14
14 days 0 0 0 0 0 0 0
21 days 0
ANIMALID | MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
F40855 HZI 36 1 2.333333 1 3 2 2.333333333 14 14
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 1 1 3 2 22 22 Combina- 1,3,4 1 1
tion block GHS Rating 2 2 2 2 22 22 tion block GHS Rating 2 2
#1 1,2,4 1 1 3 2166667 22 22 #2 1,3,5 1 1
GHS Rating 2 2 2 2 22 22 GHS Rating 2 2
1,2,5 1 1 3 2 14 14 1,3,6 1 1
GHS Rating 2 2 2 2 14 14 GHS Rating 2 2
1,2,6 1 1 3 2 14 14 14,5 1 0.833333
GHS Rating 2 2 2 2 14 14 GHS Rating 2 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1]2 [ HzJ | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2  HZJ 0 0 0 0 0 0 0 0 0
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0 0 0 0 0 0 Combina- 1,3,4 0 0
tion block GHS Rating 4 4 4 4 0 0 tion block GHS Rating 4 4
#1 1,2,4 0 0 0.25 0 0 2 #2 1,3,5 0 0
GHS Rating 4 4 4 4 0 2 GHS Rating 4 4
1,2,5 0 0 0 0 0 0 1,3,6 0 0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4
1,2,6 0 0 0.25 0 0 2 14,5 0 0
GHS Rating 4 4 4 4 0 2 GHS Rating 4 4
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS REDNESS | CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/F40881 [ HzI | 24 1 4 1 2 2 3 39 | EPA |
48 1 3 1 2 1 1 28 22
72 1 2 1 2 2 1 25 GHS
7 days 1 1 0 2 1 1 13 22
14 days 1 1 0 1 1 0 9
21 days 1 1 0 1 1 0 9
/ANIMALID| MATL | MAS [OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
F40881 HZI 39 1 3 1 2 1.66666667  1.666666667 22 22
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
2.666667 2.166667 22 22  Combina- 14,6 1.0 1.0 27 22 22 22
2 2 22 22 tionblock GHS Rating 2 2 2 2 22 22
25 1.833333 22 2  #3 1,5,6 1.0 1.0 27 2.0 7 7
2 4 22 22 GHS Rating 2 4 2 2 7 7
2.666667 2 22 22 2,34 1.0 1.0 27 22 22 22
2 2 22 22 GHS Rating 2 2 2 2 22 22
2.666667 2.166667 22 22 2,35 1.0 1.0 25 18 22 22
2 2 22 22 GHS Rating 2 2 2 4 22 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HzJ | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3  HzZJ 0 0 0 0 0 0 0 0 0
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
0.25 0 0 2 Combina- 1,4,6 0.0 0.0 0.5 0.0 0 2
4 4 0 2 tion block GHS Rating 4 4 4 4 0 2
0 0 0 0 #3 1,5,6 0.0 0.0 0.3 0.0 0 2
4 4 0 0 GHS Rating 4 4 4 4 0 2
0.25 0 0 2 2,34 0.0 0.0 0.3 0.0 0 2
4 4 0 2 GHS Rating 4 4 4 4 0 2
0.25 0 0 2 2,35 0.0 0.0 0.0 0.0 0 0
4 4 0 2 GHS Rating 4 4 4 4 0 0
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/F41365 | HzI | 24 1 4 1 3 3 3 43 [ EPA |
48 1 3 1 2 2 3 34 22
72 1 2 0 2 2 3 24 GHS
7 days 1 1 0 2 2 2 17 22
14 days 2 1 0 2 2 2 22
21 days 1 1 0 1 1 0 9
/ANIMALID| MATL | MAS [oOPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
F41365 HZI 43 1 3 0.666667 2.33333333 2.333333333 3 22 22
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 1.0 1.0 27 20 22 22 Combina- 34,5 1.0 0.8
tion block GHS Ratinc 2 2 2 2 22 22 tion block GHS Rating 2 4
#4 2,45 1.0 0.8 27 22 22 22 #5 34,6 1.0 1.0
GHS Rating 2 4 2 2 22 22 GHS Rating 2 2
2,46 1.0 1.0 27 22 22 22 3,5,6 1.0 1.0
GHS Rating 2 2 2 2 22 22 GHS Rating 2 4
2,56 1.0 1.0 27 2.0 14 14 456 1.0 0.8
GHS Rating 2 4 2 2 14 14 GHS Rating 2 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ HzJ | 24 0 0 0 1 0 0 2 | EPA
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HZJ 2 0 0 0 0.5 0 0 0 2
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.0 0.0 0.3 0.0 0 2 Combina- 34,5 0.0 0.0
tion block GHS Ratinc 4 4 4 4 0 2 tion block GHS Rating 4 4
#4 2,45 0.0 0.0 0.3 0.0 0 2 #5 34,6 0.0 0.0
GHS Rating 4 4 4 4 0 2 GHS Rating 4 4
2,46 0.0 0.0 0.5 0.0 0 2 3,5,6 0.0 0.0
GHS Rating 4 4 4 4 0 2 GHS Rating 4 4
2,56 0.0 0.0 0.3 0.0 0 2 456 0.0 0.0
GHS Rating 4 4 4 4 0 2 GHS Rating 4 4
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1,5,6 4 0
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME [OPACITY] AREA IRIS | REDNESS [ CHEMOSIS |DISCHARGE| DRAIZE | CLEAR
0.1[F41379 | HzI | 24 1 2 1 2 2 3 29 | EPA |
48 1 1 0 2 2 1 15 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
ANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
F41379 HZI 29 1 1.333333 0.333333 2 1.666666667 1.333333333 7 7
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 2 22
2.2 20 22 22 HZI 1,24 2 22
2 2 22 22 1,2,5 2 14
2.3 22 22 22 1,2,6 2 14
2 2 22 22 1,34 2 22
2.2 18 22 22 1,3,5 2 22
2 4 22 22 1,3,6 2 22
2.3 22 22 22 14,5 2 22
2 2 22 22 14,6 2 22
1,5,6 2 7
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME [OPACITY[ AREA IRIS | REDNESS [ CHEMOSIS |DISCHARGE| DRAIZE | CLEAR
0.1/5 | Hzy | 24 0 0 0 0 0 0 0 | EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5 HZJ 0 0 0 0 0 0 0 0 0
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 4 0
0.3 0.0 0 2 HZJ 1,24 4 2
4 4 0 2 1,2,5 4 0
0.5 0.0 0 2 1,2,6 4 2
4 4 0 2 1,34 4 2
0.3 0.0 0 2 1,3,5 4 0
4 4 0 2 1,3,6 4 2
0.5 0.0 0 2 14,5 4 2
4 4 0 2 14,6 4 2
1,5,6 4 2
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0 456 4 0 0
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/F41405 [ Hzl | 24 1 4 1 2 2 2 37 | EPA |
48 1 4 1 3 2 2 39
72 1 3 1 2 2 1 30 GHS
7 days 1 1 0 1 1 0 9
14 days 1 1 0 1 0 0 7
21 days 1 1 0 0 0 0 5
ANIMALID | MATL | MAS |OPACITY] AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
F41405 HZI 39 1 3.666667 1 2.33333333 2 1.666666667 0 0
22 2,34 2 22 22
22 2,35 2 22 22
14 2,36 2 22 22
14 2,45 2 22 22
22 2,46 2 22 22
22 2,56 2 14 14
22 34,5 2 22 22
22 34,6 2 22 22
22 3,56 2 22 22
7 456 2 22 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ HzJ | 24 0 0 0 1 0 0 2 | EPA ]
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZJ 2 0 0 0 0.5 0 0 0 2
0 2,34 4 2 0
0 2,35 4 0 0
0 2,36 4 2 0
0 2,45 4 2 0
0 2,46 4 2 0
0 2,56 4 2 0
0 34,5 4 2 0
0 34,6 4 2 0
0 3,56 4 2 0
0 456 4 2 0
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TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME [OPACITY] AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1]1 HZK 24 1 4 1 3 2 3 41 | EPA |
48 1 3 1 3 1 2 32 7
72 1 2 1 2 1 3 27 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
ANIMALID | MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZK 41 1.0 3.0 1.0 2.7 1.3 2.7 7 7
ANIMAL ID
Summary 1]  HzK 41 1.0 3.0 1.0 2.7 1.3 2.7 7 7
block used 2| HzK 39 1.0 3.7 1.0 2.7 1.7 23 22 22
analysis of 3] HzK 41 1.0 2.7 1.0 2.3 2.3 27 22 22
the twenty 4]  HzK 35 1.0 4.0 1.0 2.0 1.7 10 22 22
combinations 5| HzK 41 1.0 4.0 1.0 2.3 2.0 23 22 22
6] HzK 41 1.0 3.0 1.0 2.7 2.0 23 22 22
Dose Vol 0.1
TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME [OPACITY] AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1]1 HZL 24 1 3 1 2 1 3 32 | EPA |
48 1 2 1 3 1 1 25 22
72 1 1 1 2 1 0 16 GHS
7 days 1 1 0 2 1 0 11 22
14 days 1 1 0 1 1 0 9
21 days 1 1 0 1 0 0 7
ANIMALID | MATL | MAS [OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZL 32 1.0 2.0 1.0 2.3 1.0 1.3 22 22
ANIMAL ID
Summary 1 HzL 32 1.0 2.0 1.0 2.3 1.0 13 22 22
block used 2| HzL 27 1.0 1.3 0.3 2.0 1.3 1.3 7 7
analysis of 3] HzL 35 1.0 2.0 0.3 1.7 1.0 1.0 7 7
the twenty 4] HzL 41 1.0 2.7 0.7 2.7 1.7 1.0 7 7
combinations 5|  HzL 41 1.0 2.0 1.0 3.0 2.0 23 22 22
6| HzL 37 1.0 3.0 1.0 2.3 1.7 1.7 0 22
Dose Vol 0.1
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/2 [ HzK | 24 1 4 1 2 2 3 39 | EPA |
48 1 4 1 3 1 2 37 22
72 1 3 1 3 2 2 34 GHS
7 days 1 2 0 2 1 0 16 22
14 days 1 1 0 2 1 1 13
21 days 1 1 0 2 1 1 13
ANIMALID | MATL | MAS [OPACITY| AREA IRIS REDNESS CHEMOSIS DISCHARGE | DtC EPA DtC GHS
2 HZK 39 1 3.666667 1 2.666666667  1.666666667  2.333333333 22 22
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 1 1 2.666667 2 22 22 Combina- 1,3,4 1 1
tion block GHS Rating 2 2 2 2 22 22 tion block GHS Rating 2 2
#1 1,2,4 1 1 2.666667 1.666667 22 22 #2 1,3,5 1 1
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
1,2,5 1 1 2.666667 1.833333 22 22 1,3,6 1 1
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
1,2,6 1 1 2.666667 1.833333 22 22 14,5 1 1
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1]2 [ HzL | 24 1 2 1 2 2 2 27 | EPA ]
48 1 1 0 2 1 2 15 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
ANIMALID | MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2  HZL 27 1 1.333333 0.333333 2 1333333333 1.333333333 7 7
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 1 0.666667 2.166667 1.166667 22 22 Combina- 1,3,4 1 0.833333
tion block GHS Rating 2 4 2 4 22 22 tion block GHS Rating 2 4
#1 1,2,4 1 0.833333 25 15 22 22 #2 1,3,5 1 1
GHS Rating 2 4 2 4 22 22 GHS Rating 2 4
1,2,5 1 1 2.666667 1.666667 22 22 1,3,6 1 1
GHS Rating 2 4 2 4 22 22 GHS Rating 2 4
1,2,6 1 1 2.333333 15 22 22 14,5 1 1
GHS Rating 2 4 2 4 22 22 GHS Rating 2 2
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS REDNESS | CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HzK | 24 1 4 1 2 3 3 41 [ EPA |
48 1 2 1 3 2 2 29 22
72 1 2 1 2 2 3 29 GHS
7 days 1 2 0 3 2 1 22 22
14 days 1 1 0 1 1 0 9
21 days 1 1 0 2 1 1 13
/ANIMALID| MATL | MAS [OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
3  HzZK 41 1 2.666667 1 2.333333333 2.33333333  2.666666667 22 22
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
25 2 22 22  Combina- 14,6 1.0 1.0 27 18 22 22
2 2 22 22 tionblock GHS Rating 2 2 2 4 22 22
25 2166667 22 2  #3 1,5,6 1.0 1.0 27 20 22 22
2 2 22 22 GHS Rating 2 2 2 2 22 22
2.666667 2.166667 22 22 2,34 1.0 1.0 25 20 22 22
2 2 22 22 GHS Rating 2 2 2 2 22 22
25 1833333 22 22 2,35 1.0 1.0 25 22 22 22
2 4 22 22 GHS Rating 2 2 2 2 22 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HzL | 24 1 4 1 2 1 2 35 | EPA |
48 1 1 0 2 1 1 13 7
72 1 1 0 1 1 0 9 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
ANIMALID] MATL | MAS |oOPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HZL 35 1 2 0.333333 1.666666667 1 1 7 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
25 1333333 22 22  Combina- 14,6 1.0 1.0 25 17 22 22
2 4 22 22 tionblock GHS Rating 2 2 2 4 22 22
2.666667 15 22 2  #3 1,5,6 1.0 1.0 27 18 22 22
2 4 22 22 GHS Rating 2 2 2 4 22 22
2.333333 1.333333 22 22 2,34 1.0 0.5 23 15 7 7
2 4 22 22 GHS Rating 2 4 2 4 7 7
2.833333 1.833333 22 22 2,35 1.0 0.7 25 17 22 22
2 4 22 22 GHS Rating 2 4 2 4 22 22
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ HzK | 24 1 4 1 2 2 1 35 | EPA |
48 1 4 1 2 2 1 35 22
72 1 4 1 2 1 1 33 GHS
7 days 1 2 1 2 1 0 21 22
14 days 1 2 0 1 1 0 14
21 days 1 1 0 1 0 0 7
/ANIMALID| MATL | MAS [oOPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HZK 35 1 4 1 2 1.666666667 1 22 22
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 1.0 1.0 27 22 22 22 Combina- 34,5 1.0 1.0
tion block GHS Ratinc 2 2 2 2 22 22 tion block GHS Rating 2 2
#4 2,45 1.0 1.0 25 18 22 22 #5 34,6 1.0 1.0
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
2,46 1.0 1.0 27 18 22 22 3,5,6 1.0 1.0
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
2,56 1.0 1.0 27 20 22 22 456 1.0 1.0
GHS Rating 2 2 2 2 22 22 GHS Rating 2 2
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ HzL | 24 1 4 1 3 2 3 41 [ EPA |
48 1 3 1 3 2 0 30 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
ANIMALID] MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtCEPA DtC GHS
4 HZL 41 1 2.666667 0.666667 2.66666667 1.666666667 1 7 7
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 1.0 0.7 22 15 7 22 Combina- 34,5 1.0 0.8
tion block GHS Ratinc 2 4 2 4 7 22 tion block GHS Rating 2 4
#4 2,45 1.0 0.8 2.8 18 22 22 #5 34,6 1.0 0.8
GHS Rating 2 4 2 4 22 22 GHS Rating 2 4
2,46 1.0 0.8 25 1.7 7 22 3,5,6 1.0 1.0
GHS Rating 2 4 2 4 7 22 GHS Rating 2 4
2,56 1.0 1.0 27 18 22 22 456 1.0 1.0
GHS Rating 2 4 2 4 22 22 GHS Rating 2 2
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME |[OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 HzK | 24 1 4 1 3 2 3 41 [ EPA |
48 1 4 1 2 2 2 37 22
72 1 4 1 2 2 2 37 GHS
7 days 1 2 1 2 2 2 27 22
14 days 2 1 1 2 2 2 27
21 days 3 1 0 2 2 1 25
| ANIMAL ID MATL | MAS |[opPAciTY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
5 HzK 41 1 4 1 2.33333333 2 2.333333333 22 22
Redness DtC EPA DtC GHS Summary 1,2,3 2 22
2.3 2.2 22 22 HZK 12,4 2 22
2 2 22 22 12,5 2 22
25 2.2 22 22 12,6 2 22
2 2 22 22 1,34 2 22
25 2.2 22 22 1,3,5 2 22
2 2 22 22 1,3,6 2 22
25 2.0 22 22 1,4,5 2 22
2 2 22 22 1,4,6 2 22
15,6 2 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME |[OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 HzL | 24 1 4 1 3 2 3 41 [ EPA |
48 1 1 1 3 2 2 24 22
72 1 1 1 3 2 2 24 GHS
7 days 1 1 0 2 1 1 13 22
14 days 2 1 0 2 1 1 18
21 days 2 1 0 1 1 0 14
| ANIMAL ID MATL | MAS |[opPAciTY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
5  HZL 41 1 2 1 3 2 2.333333333 22 22
Redness DtC EPA DtC GHS Summary 1,2,3 2 22
2.8 1.8 22 22 HZL 12,4 2 22
2 4 22 22 12,5 2 22
25 17 7 22 12,6 2 22
2 4 7 22 1,34 2 22
2.7 1.8 22 22 1,3,5 2 22
2 4 22 22 1,3,6 2 22
2.8 1.8 22 22 1,4,5 2 22
2 4 22 22 1,4,6 2 22
15,6 2 22
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME [ OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1(6 | HzK | 24 1 4 1 3 2 3 41 | EPA |
48 1 3 1 3 2 3 36 22
72 1 2 1 2 2 1 25 GHS
7 days 1 2 1 2 2 2 27 22
14 days 1 1 0 1 1 0 9
21 days 1 1 0 1 1 0 9
ANIMALID | MATL | MAS [OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DIC EPA DtC GHS
6 HZK 41 1 3 1 2.66666667 2 2.333333333 22 22
22 2,3,4 2 22 22
22 2,3,5 2 22 22
22 2,3,6 2 22 22
22 245 2 22 22
22 24,6 2 22 22
22 2,56 2 22 22
22 34,5 2 22 22
22 3,4,6 2 22 22
22 3,5,6 2 22 22
22 4,56 2 22 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME [OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ HzL | 24 1 4 1 2 2 2 37 | 22 |
48 1 3 1 3 2 2 34
72 1 2 1 2 1 1 23 GHS
7 days 1 1 0 2 1 0 1 22
14 days 1 1 0 0 0 0 5
21 days 1 1 0 0 0 0 5
ANIMALID | MATL | MAS [OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DIC EPA DtC GHS
6  HZL 37 1 3 1 2.33333333 1.666666667 1.666666667 0 22
22 2,3,4 2 7 7
22 23,5 2 22 22
22 2,3,6 2 22 7
22 245 2 22 22
22 24,6 2 22 7
22 2,56 2 22 22
22 34,5 2 22 22
22 3,4,6 2 22 7
22 3,5,6 2 22 22
22 4,56 2 22 22
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BCOP BRD: Appendix G5 IIVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study

TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
011 HZM* 24 0 0 0 1 0 0 2 | EPA
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZM* 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
ANIMAL ID
Summary 1] Hzm* 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
block used 2| Hzm* 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
analysis of 3] Hzm* 11 0.3 0.3 0.0 1.7 0.7 0.0 3 7
the twenty 4]  Hzm* 7 0.3 0.3 0.0 0.7 0.0 0.0 0 3
combinations 5| Hzm* 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
6] Hzm* 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
Dose Vol 0.1
TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
011 HZN* 24 1 1 0 2 1 0 11 [ EpA ]
48 0 0 0 1 1 0 4 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZN* 11 0.3 0.3 0.0 1.0 0.7 0.0 3 3
ANIMAL ID
Summary 1]  HzN* 11 0.3 0.3 0.0 1.0 0.7 0.0 3 3
block used 2| HzN* 7 0.3 0.3 0.0 0.7 0.0 0.0 2 3
analysis of 3] HzN* 20 0.7 1.0 0.0 1.3 1.0 0.3 3 3
the twenty 4]  HzN* 25 0.7 1.0 0.3 1.0 0.3 0.7 3 3
combinations 5 HZN* 20 0.7 0.7 0.3 1.3 0.7 0.7 3 3
6] HzZN* 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
Dose Vol 0.1
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/2 [ Hzm* | 24 0 0 0 1 0 0 2 | EPA
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2  HZM* 2 0 0 0 0.5 0 0 0 2
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0.166667 0 1.083333 0.333333 3 7 Combina- 1,3,4 0.333333 0
tion block GHS Rating 4 4 4 4 3 7 tion block GHS Rating 4 4
#1 1,2,4 0.166667 0 0.583333 0 0 3 #2 1,3,5 0.166667 0
GHS Rating 4 4 4 4 0 3 GHS Rating 4 4
1,2,5 0 0 0.5 0 0 2 1,3,6 0.166667 0
GHS Rating 4 4 4 4 0 2 GHS Rating 4 4
1,2,6 0 0 0.5 0 0 2 14,5 0.166667 0
GHS Rating 4 4 4 4 0 2 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1]2 [ HzN* | 24 1 1 0 1 0 0 7 | EPA ]
48 0 0 0 1 0 0 2 2
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2  HZN* 7 0.333333 0.333333 0 0.666666667 0 0 2 3
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0.5 0 1.166667 0.833333 3 3 Combina- 1,3,4 0.666667 0.166667
tion block GHS Rating 4 4 4 4 3 3 tion block GHS Rating 4 4
#1 1,2,4 0.5 0.166667 1 0.5 3 3 #2 1,3,5 0.666667 0.166667
GHS Rating 4 4 4 4 3 3 GHS Rating 4 4
1,2,5 0.5 0.166667 1.166667 0.666667 3 3 1,3,6 0.5 0
GHS Rating 4 4 4 4 3 3 GHS Rating 4 4
1,2,6 0.333333 0 0.833333 0.333333 3 3 14,5 0.666667 0.333333
GHS Rating 4 4 4 4 3 3 GHS Rating 4 4



BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 Hzm* [ 24 1 1 0 2 1 0 11 [ EpA ]
48 0 0 0 2 1 0 6 3
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HZM* 11 0.333333 0.333333 0 1.666666667 0.66666667 0 3 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
1.166667 0.333333 3 7 Combina- 1,4,6 0.2 0.0 0.6 0.0 0 3
4 4 3 7 tion block GHS Rating 4 4 4 4 0 3
1.083333 0.333333 3 7 #3 1,5,6 0.0 0.0 0.5 0.0 0 2
4 4 3 7 GHS Rating 4 4 4 4 0 2
1.083333 0.333333 3 7 2,34 0.3 0.0 1.2 0.3 3 7
4 4 3 7 GHS Rating 4 4 4 4 3 7
0.583333 0 0 3 2,35 0.2 0.0 1.1 0.3 3 7
4 4 0 3 GHS Rating 4 4 4 4 3 7
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 HZN* | 24 1 2 0 2 2 1 20 | EPA ]
48 1 1 0 2 1 0 11 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HZN* 20 0.666667 1 0 1.333333333 1 0.333333333 3 3
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
1.166667 0.833333 3 3 Combina- 1,4,6 0.5 0.2 1.0 0.5 3 3
4 4 3 3 tion block GHS Rating 4 4 4 4 3 3
1.333333 0.833333 3 3 #3 1,5,6 0.5 0.2 1.2 0.7 3 3
4 4 3 3 GHS Rating 4 4 4 4 3 3
1.166667 0.833333 3 3 2,34 0.7 0.2 1.2 0.7 3 3
4 4 3 3 GHS Rating 4 4 4 4 3 3
1.166667 0.666667 3 3 2,35 0.7 0.2 1.3 0.8 3 3
4 4 3 3 GHS Rating 4 4 4 4 3 3

G-141



BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ Hzm* | 24 1 1 0 1 0 0 7 | EPA ]
48 0 0 0 1 0 0 2 0
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HZM* 7 0.333333 0.333333 0 0.66666667 0 0 0 3
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.2 0.0 1.1 0.3 3 7 Combina- 34,5 0.3 0.0
tion block GHS Ratin¢ 4 4 4 4 3 7 tion block GHS Rating 4 4
#4 2,45 0.2 0.0 0.6 0.0 0 3 #5 34,6 0.3 0.0
GHS Rating 4 4 4 4 0 3 GHS Rating 4 4
2,46 0.2 0.0 0.6 0.0 0 3 3,5,6 0.2 0.0
GHS Rating 4 4 4 4 0 3 GHS Rating 4 4
2,56 0.0 0.0 0.5 0.0 0 2 456 0.2 0.0
GHS Rating 4 4 4 4 0 2 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ HzN* | 24 1 2 1 2 1 2 25 | EPA
48 1 1 0 1 0 0 7 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HZN* 25 0.666667 1 0.333333 1 0.333333333  0.666666667 3 3
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.5 0.0 1.0 0.5 3 3 Combina- 34,5 0.7 0.3
tion block GHS Rating 4 4 4 4 3 3 tion block GHS Rating 4 4
#4 2,45 0.7 0.3 1.2 0.5 3 3 #5 34,6 0.7 0.2
GHS Rating 4 4 4 4 3 3 GHS Rating 4 4
2,46 0.5 0.2 0.8 0.2 3 3 3,5,6 0.7 0.2
GHS Rating 4 4 4 4 3 3 GHS Rating 4 4
2,56 0.5 0.2 1.0 0.3 3 3 456 0.7 0.3
GHS Rating 4 4 4 4 3 3 GHS Rating 4 4
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 [ Hzm* | 24 0 0 0 1 0 0 2 | EPA
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5 HZM* 2 0 0 0 0.5 0 0 0 2
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 4 7
1.2 0.3 3 7 HZM* 1,2,4 4 3
4 4 3 7 1,2,5 4 2
1.2 0.3 3 7 1,2,6 4 2
4 4 3 7 1,3,4 4 7
1.1 0.3 3 7 1,3,5 4 7
4 4 3 7 1,3,6 4 7
0.6 0.0 0 3 14,5 4 3
4 4 0 3 1,4,6 4 3
1,5,6 4 2
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 [ HzN* | 24 1 1 1 2 1 2 20 | EPA ]
48 1 1 0 2 1 0 11 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
/ANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5 HZN* 20 0.666667 0.666667 0.333333 1.33333333 0.666666667 0.666666667 3 3
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 4 3
1.3 0.8 3 3 HZN* 1,2,4 4 3
4 4 3 3 1,2,5 4 3
1.2 0.7 3 3 1,2,6 4 3
4 4 3 3 1,3,4 4 3
1.3 0.8 3 3 1,3,5 4 3
4 4 3 3 1,3,6 4 3
1.2 0.5 3 3 14,5 4 3
4 4 3 3 1,4,6 4 3
1,5,6 4 3
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BCOP BRD: Appendix G5
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ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ Hzm* | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZM* 0 0 0 0 0 0 0 0 0
2,34 4 7 3
2,35 4 7 3
2,36 4 7 3
2,45 4 3 0
2,46 4 3 0
2,56 4 2 0
34,5 4 7 3
34,6 4 7 3
3,5,6 4 7 3
456 4 3 0
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ HzN* | 24 0 0 0 1 0 0 2 | EPA ]
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZN* 2 0 0 0 0.5 0 0 0 2
2,34 4 3 3
2,35 4 3 3
2,36 4 3 3
2,45 4 3 3
2,46 4 3 3
2,56 4 3 3
34,5 4 3 3
34,6 4 3 3
3,56 4 3 3
456 4 3 3
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BCOP BRD: Appendix G5 IIVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study

TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
011 HZP 24 0 0 0 2 0 0 4 [ EpPA |
48 0 0 0 1 0 0 2 2
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZP 4 0.0 0.0 0.0 1.0 0.0 0.0 2 3
ANIMAL ID
Summary 1]  HzP 4 0.0 0.0 0.0 1.0 0.0 0.0 2 3
block used 2| HzP 4 0.0 0.0 0.0 1.0 0.0 0.0 2 2
analysis of 3] HzP 2 0.0 0.0 0.0 0.7 0.0 0.0 0 3
the twenty 4] HzP 2 0.0 0.0 0.0 0.7 0.0 0.0 0 3
combinations 5| HzP 6 0.0 0.0 0.0 1.0 0.3 0.0 2 3
6] HzP 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
Dose Vol 0.1
TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
011 HZQ 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZQ 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
ANIMAL ID
Summary 1] HzQ 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
block used 2| HzQ 34 1.0 1.7 0.7 2.0 1.3 1.0 7 7
analysis of 3] HzaQ 8 0.0 0.0 0.0 1.0 0.3 0.3 2 3
the twenty 4] HzQ 6 0.0 0.0 0.0 1.3 0.0 0.3 3 3
combinations 5 HZQ 6 0.0 0.0 0.0 1.0 0.3 0.0 2 3
6] HzQ 11 0.3 0.3 0.0 1.7 0.7 0.0 3 7
Dose Vol 0.1
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/2 [ HzP | 24 0 0 0 2 0 0 4 [ EpPA |
48 0 0 0 0 0 0 0 2
72 0 GHS
7 days 0 2
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HzZP 4 0 0 0 1 0 0 2 2
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0 0 1 0 2 3 Combina- 1,3,4 0 0
tion block GHS Rating 4 4 4 4 2 3 tion block GHS Rating 4 4
#1 1,2,4 0 0 1 0 2 3 #2 1,3,5 0 0
GHS Rating 4 4 4 4 2 3 GHS Rating 4 4
1,2,5 0 0 1 0.166667 2 3 1,3,6 0 0
GHS Rating 4 4 4 4 2 3 GHS Rating 4 4
1,2,6 0 0 1 0 2 3 14,5 0 0
GHS Rating 4 4 4 4 2 3 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1]2 | HzQ | 24 1 3 1 3 2 2 3¢ | EPA |
48 1 1 1 2 1 1 18 7
72 1 1 0 1 1 0 9 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HzQ 34 1 1.666667 0.666667 2 1.333333333 1 7 7
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0.5 0.333333 1.5 0.833333 7 7 Combina- 1,3,4 0 0
tion block GHS Rating 4 4 4 4 7 7 tion block GHS Rating 4 4
#1 1,2,4 0.5 0.333333 1.666667 0.666667 7 7 #2 1,3,5 0 0
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
1,2,5 0.5 0.333333 1.5 0.833333 7 7 1,3,6 0.166667 0
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
1,2,6 0.666667 0.333333 1.833333 1 7 7 14,5 0 0
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
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BCOP BRD: Appendix G5 IIVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study

‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HzP | 24 0 0 0 1 0 0 2 | EPA
48 0 0 0 1 0 0 2 0
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HzZP 2 0 0 0 0.666666667 0 0 0 3
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
0.833333 0 2 3 Combina- 1,4,6 0.0 0.0 0.8 0.0 2 3
4 4 2 3 tion block GHS Rating 4 4 4 4 2 3
1 0.166667 2 3 #3 1,5,6 0.0 0.0 1.0 0.2 2 3
4 4 2 3 GHS Rating 4 4 4 4 2 3
0.833333 0 2 3 2,34 0.0 0.0 0.8 0.0 2 3
4 4 2 3 GHS Rating 4 4 4 4 2 3
1 0.166667 2 3 2,35 0.0 0.0 1.0 0.2 2 3
4 4 2 3 GHS Rating 4 4 4 4 2 3
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 | HzQ | 24 0 0 0 2 1 1 8 | EPA |
48 0 0 0 1 0 0 2 2
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HZQ 8 0 0 0 1 0.33333333  0.333333333 2 3
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
1.166667 0.166667 3 3 Combina- 1,4,6 0.2 0.0 15 0.3 3 7
4 4 3 3 tion block GHS Rating 4 4 4 4 3 7
1 0.333333 2 3 #3 1,5,6 0.2 0.0 1.3 0.5 3 7
4 4 2 3 GHS Rating 4 4 4 4 3 7
1.333333 0.5 3 7 2,34 0.5 0.3 1.7 0.8 7 7
4 4 3 7 GHS Rating 4 4 4 4 7 7
1.166667 0.166667 3 3 2,35 0.5 0.3 15 0.8 7 7
4 4 3 3 GHS Rating 4 4 4 4 7 7
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Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ HzP | 24 0 0 0 1 0 0 2 | EPA
48 0 0 0 1 0 0 2 0
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HZP 2 0 0 0 0.66666667 0 0 0 3
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.0 0.0 0.8 0.0 2 3 Combina- 34,5 0.0 0.0
tion block GHS Ratin¢ 4 4 4 4 2 3 tion block GHS Rating 4 4
#4 2,45 0.0 0.0 1.0 0.2 2 3 #5 34,6 0.0 0.0
GHS Rating 4 4 4 4 2 3 GHS Rating 4 4
2,46 0.0 0.0 0.8 0.0 2 3 3,5,6 0.0 0.0
GHS Rating 4 4 4 4 2 3 GHS Rating 4 4
2,56 0.0 0.0 1.0 0.2 2 3 456 0.0 0.0
GHS Rating 4 4 4 4 2 3 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 | HzQ | 24 0 0 0 2 0 0 4 [ EpPA |
48 0 0 0 2 0 1 6 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HZQ 6 0 0 0 1.33333333 0 0.333333333 3 3
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.7 0.3 1.8 1.0 7 7 Combina- 34,5 0.0 0.0
tion block GHS Rating 4 4 4 4 7 7 tion block GHS Rating 4 4
#4 2,45 0.5 0.3 1.7 0.8 7 7 #5 34,6 0.2 0.0
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
2,46 0.7 0.3 1.8 1.0 7 7 3,5,6 0.2 0.0
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
2,56 0.7 0.3 1.8 1.0 7 7 456 0.2 0.0
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4



BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 [ HzP | 24 0 0 0 2 1 0 6 | EPA |
48 0 0 0 1 0 0 2 2
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5 HZP 6 0 0 0 1 0.333333333 0 2 3
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 4 3
0.8 0.2 2 3 HzP 1,2,4 4 3
4 4 2 3 1,2,5 4 3
0.7 0.0 0 3 1,2,6 4 3
4 4 0 3 1,3,4 4 3
0.8 0.2 2 3 1,3,5 4 3
4 4 2 3 1,3,6 4 3
0.8 0.2 2 3 14,5 4 3
4 4 2 3 1,4,6 4 3
1,5,6 4 3
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 | HzQ | 24 0 0 0 2 1 0 6 | EPA |
48 0 0 0 1 0 0 2 2
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
/ANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5 HZQ 6 0 0 0 1 0.333333333 0 2 3
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 4 7
1.2 0.3 3 3 HZQ 1,2,4 4 7
4 4 3 3 1,2,5 4 7
15 0.5 3 7 1,2,6 4 7
4 4 3 7 1,3,4 4 3
1.3 0.5 3 7 1,3,5 4 3
4 4 3 7 1,3,6 4 7
15 0.5 3 7 14,5 4 3
4 4 3 7 1,4,6 4 7
1,5,6 4 7
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ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ HzP | 24 0 0 0 1 0 0 2 | EPA ]
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZP 2 0 0 0 0.5 0 0 0 2
2,34 4 3 2
2,35 4 3 2
2,36 4 3 2
2,45 4 3 2
2,46 4 3 2
2,56 4 3 2
34,5 4 3 2
34,6 4 3 0
3,5,6 4 3 2
456 4 3 2
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 | HzQ | 24 1 1 0 2 1 0 11 [ Epa ]
48 0 0 0 2 1 0 6 3
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HzQ 11 0.333333 0.333333 0 1.66666667 0.666666667 0 3 7
2,34 4 7 7
2,35 4 7 7
2,36 4 7 7
2,45 4 7 7
2,46 4 7 7
2,56 4 7 7
34,5 4 3 3
34,6 4 7 3
3,56 4 7 3
456 4 7 3
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the
Gettings et al. (1996) Study
TEST CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume ANIMAL ID MATL TIME [OPACITY[ AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1]1 HZR* 24 1 3 1 3 3 1 34 | EPA |
48 1 1 1 3 2 1 22 7
72 0 0 0 2 1 0 6 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZR* 34 0.7 1.3 0.7 2.7 2.0 0.7 7 7
ANIMAL ID
Summary 1] HzR* 34 0.7 1.3 0.7 2.7 2.0 0.7 7 7
block used 2| HzRrR* 23 0.7 1.0 0.3 1.7 1.0 0.3 3 7
analysis of 3| HzrR* 13 0.3 0.3 0.0 1.7 0.7 1.0 3 7
the twenty 4| HZR* 31 1.0 1.7 1.0 2.0 2.3 20 22 22
combinations 5 HZR* 29 0.7 1.0 0.3 1.7 1.0 1.0 3 7
6] HzR* 34 1.0 1.7 0.7 2.0 1.3 1.0 7 7
Dose Vol 0.1
TEST CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume ANIMAL ID MATL TIME [OPACITY] AREA IRIS REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1]F40824 HZS 24 1 4 1 3 2 2 39 | EPA |
48 1 4 1 2 1 1 33 14
72 1 2 1 2 1 1 23 GHS
7 days 1 1 0 1 1 0 9 14
14 days 0 0 0 0 0 0 0
21 days 0
ANIMALID | MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue  F40824 HZS 39 1.0 3.3 1.0 2.3 1.3 1.3 14 14
ANIMAL ID
Summary F40824 HZS 39 1.0 3.3 1.0 2.3 1.3 1.3 14 14
block used  |F40863 HZS 39 1.0 3.3 1.0 2.3 1.7 13 22 22
analysis of | F40885 HZS 37 1.0 3.3 1.0 2.0 2.0 2.0 7 7
the twenty  [F41368 HZS 41 1.0 4.0 1.0 2.0 2.0 23 22 22
combinations 5 HZS 39 1.0 2.7 1.0 2.0 1.7 2.0 7 7
6] HzS 39 1.0 3.0 1.0 2.0 2.0 23 22 22
Dose Vol 0.1
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BCOP BRD: Appendix G5 IIVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study

‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/2 [ HZR* | 24 1 2 1 2 1 1 23 | EPA |
48 1 1 0 2 1 0 11 3
72 0 0 0 1 1 0 4 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HZR* 23 0.666667 1 0.333333 1.666666667 1 0.333333333 3 7
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0.666667 0.5 2.166667 15 7 7 Combina- 1,3,4 0.833333 0.833333
tion block GHS Rating 4 4 2 4 7 7 tion block GHS Rating 4 4
#1 1,2,4 0.833333 0.833333 2.333333 2.166667 22 22 #2 1,3,5 0.666667 0.5
GHS Rating 4 4 2 2 22 22 GHS Rating 4 4
1,2,5 0.666667 0.5 2.166667 15 7 7 1,3,6 0.833333 0.666667
GHS Rating 4 4 2 4 7 7 GHS Rating 4 4
1,2,6 0.833333 0.666667 2.333333 1.666667 7 7 1,4,5 0.833333 0.833333
GHS Rating 4 4 2 4 7 7 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1|F40863 [ Hzs | 24 1 4 1 2 2 3 39 | EPA |
48 1 4 1 3 1 1 35 22
72 1 2 1 2 2 0 23 GHS
7 days 1 1 0 2 1 0 11 22
14 days 1 1 0 2 1 1 13
21 days 0 0 0 1 1 1 6
ANIMALID | MATL | MAS [OPACITY| AREA IRIS REDNESS CHEMOSIS DISCHARGE | DtC EPA DtC GHS
F40863 HZS 39 1 3.333333 1 2.333333333  1.666666667  1.333333333 22 22
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 1 1 2.333333 1.833333 22 22 Combina- 1,3,4 1 1
tion block GHS Rating 2 2 2 4 22 22 tion block GHS Rating 2 2
#1 1,2,4 1 1 2.333333 1.833333 22 22 #2 1,3,5 1 1
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
1,2,5 1 1 2.333333 1.666667 22 22 1,3,6 1 1
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
1,2,6 1 1 2.333333 1.833333 22 22 14,5 1 1
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HZR* | 24 1 1 0 2 1 1 13 | EPA |
48 0 0 0 2 1 2 10 3
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HZR* 13 0.333333 0.333333 0 1.666666667 0.66666667 1 3 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
2.333333 2.166667 22 22  Combina- 14,6 1.0 0.8 23 22 22 22
2 2 22 22 tionblock GHS Rating 2 4 2 2 22 22
2.166667 15 7 7 #3 1,5,6 0.8 0.7 2.3 1.7 7 7
2 4 7 7 GHS Rating 4 4 2 4 7 7
2.333333 1.666667 7 7 2,34 0.8 0.7 1.8 17 22 22
2 4 7 7 GHS Rating 4 4 4 4 22 22
2.333333 2.166667 22 22 2,35 0.7 0.3 1.7 1.0 3 7
2 2 22 22 GHS Rating 4 4 4 4 3 7
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1|F40885 Hzs | 24 1 4 1 2 2 2 37 | EPA |
48 1 3 1 2 2 2 32 7
72 1 3 1 2 2 2 32 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
ANIMALID] MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
F40885 HZS 37 1 3.333333 1 2 2 2 7 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
2.166667 2 22 22  Combina- 14,6 1.0 1.0 22 20 22 22
2 2 22 22 tion block GHS Rating 2 2 2 2 22 22
2.166667 1.833333 14 14 #3 1,5,6 1.0 1.0 22 18 22 22
2 4 14 14 GHS Rating 2 2 2 4 22 22
2.166667 2 22 22 2,34 1.0 1.0 22 20 22 22
2 2 22 22 GHS Rating 2 2 2 2 22 22
2.166667 1.833333 22 22 2,35 1.0 1.0 22 18 22 22
2 4 22 22 GHS Rating 2 2 2 4 22 22
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Gettings et al. (1996) Study

‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID] MATL TIME OPACITY| AREA IRIS REDNESS | CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/4 | HzZR* | 24 1 2 1 2 3 3 31 | EPA |
48 1 2 1 2 2 2 27 22
72 1 1 1 2 2 1 20 GHS
7 days 1 1 0 2 1 1 13 22
14 days 2 1 0 1 1 0 14
21 days 1 1 0 0 0 0 5
ANIMALID] MATL | MAS [OPACITY| AREA IRIS REDNESS | CHEMOSIS DISCHARGE | DtC EPA DtC GHS
4 HZR* 31 1 1.666667 1 2 2.333333333 2 22 22
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.8 0.5 1.8 1.2 7 7 Combina- 34,5 0.8 0.7
tion block GHS Ratin¢ 4 4 4 4 7 7 tion block GHS Rating 4 4
#4 24,5 0.8 0.7 1.8 1.7 22 22 #5 34,6 1.0 0.8
GHS Rating 4 4 4 4 22 22 GHS Rating 4 4
24,6 1.0 0.8 2.0 1.8 22 22 3,56 0.8 0.5
GHS Rating 2 4 2 4 22 22 GHS Rating 4 4
2,56 0.8 0.5 1.8 1.2 7 7 4,5,6 1.0 0.8
GHS Rating 4 4 4 4 7 7 GHS Rating 2 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID] MATL TIME OPACITY| AREA IRIS REDNESS | CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/F41368 | HzS | 24 1 4 1 2 3 3 41 | EPA |
48 1 4 1 2 2 2 37 22
72 1 4 1 2 1 2 35 GHS
7 days 1 2 1 2 2 2 27 22
14 days 3 1 0 3 2 3 31
21 days 2 1 0 2 2 1 20
\ANIMAL ID| MATL | MAS | OPACITY| AREA IRIS REDNESS | CHEMOSIS DISCHARGE | DtC EPA DtC GHS
F41368 HZS 41 1 4 1 2 2 2.333333333 22 22
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 1.0 1.0 22 2.0 22 22 Combina- 34,5 1.0 1.0
tion block GHS Ratinc 2 2 2 2 22 22 tion block GHS Rating 2 2
#4 24,5 1.0 1.0 22 1.8 22 22 #5 34,6 1.0 1.0
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
24,6 1.0 1.0 22 2.0 22 22 3,56 1.0 1.0
GHS Rating 2 2 2 2 22 22 GHS Rating 2 2
2,56 1.0 1.0 22 1.8 22 22 4,5,6 1.0 1.0
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME |[OPACITY| AREA IRIS | REDNESS [ CHEMOSIS [DISCHARGE| DRAIZE | CLEAR
0.1/5 HZR* | 24 1 2 1 2 2 3 29 | EpPA |
48 1 1 0 2 1 0 11 3
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
| ANIMAL ID MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5 HZR* 29 0.666667 1 0.333333  1.66666667 1 1 3 7
Redness DtC EPA DtC GHS Summary 1,2,3 2 7
1.8 1.7 22 22 HZR* 12,4 2 22
4 4 22 22 12,5 2 7
2.0 1.8 22 22 12,6 2 7
2 4 22 22 1,34 2 22
1.8 1.2 7 7 1,3,5 2 7
4 4 7 7 1,3,6 2 7
2.0 1.8 22 22 1,4,5 2 22
2 4 22 22 1,4,6 2 22
15,6 2 7
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME |[OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/5 Hzs | 24 1 4 1 2 2 3 39 | EPA |
48 1 2 1 2 2 2 27 7
72 1 2 1 2 1 1 23 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
| ANIMAL ID MATL | MAS |OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
5  HZS 39 1 2.666667 1 2 1.666666667 2 7 7
Redness DtC EPA DtC GHS Summary 1,2,3 2 22
2.0 2.0 22 22 HZS 12,4 2 22
2 2 22 22 12,5 2 22
2.0 2.0 22 22 12,6 2 22
2 2 22 22 1,34 2 22
2.0 2.0 22 22 1,3,5 2 14
2 2 22 22 1,3,6 2 22
2.0 2.0 22 22 1,4,5 2 22
2 2 22 22 1,4,6 2 22
15,6 2 22
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ HZR* | 24 1 3 1 2 2 3 3¢ | EPA |
48 1 1 1 2 1 0 16 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZR* 34 1 1.666667 0.666667 2 1.333333333 1 7 7
7 2,34 4 22 22
22 2,35 4 7 3
7 2,36 4 7 7
7 2,45 4 22 22
22 2,46 2 22 22
7 2,56 4 7 7
7 34,5 4 22 22
22 34,6 2 22 22
22 3,5,6 4 7 7
7 456 2 22 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ Hzs | 24 1 4 1 2 2 3 39 | EPA |
48 1 2 1 2 2 2 27 22
72 1 3 1 2 2 2 32 GHS
7 days 1 2 1 2 2 2 27 22
14 days 3 1 1 2 2 3 34
21 days 4 1 0 2 2 3 34
ANIMALID | MATL | MAS |OPACITY] AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZS 39 1 3 1 2 2 2.333333333 22 22
22 2,34 2 22 22
22 2,35 2 22 22
22 2,36 2 22 22
22 2,45 2 22 22
22 2,46 2 22 22
14 2,56 2 22 22
22 34,5 2 22 22
22 34,6 2 22 22
22 3,56 2 22 22
22 456 2 22 22



BCOP BRD: Appendix G5 IIVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study

TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
011 HZT 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZT 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
ANIMAL ID
Summary 1] HzT 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
block used 2| HzT 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
analysis of 3] HzT 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
the twenty 4] HzT 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
combinations 5| HzT 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
6] HzT 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
Dose Vol 0.1
TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
011 HZU* 24 1 2 1 3 2 2 29 | EpPA
48 1 1 0 2 1 0 11 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZU* 29 0.7 1.0 0.3 17 1.0 0.7 3 3
ANIMAL ID
Summary 1]  Hzu* 29 0.7 1.0 0.3 1.7 1.0 0.7 3 3
block used 2| Hzu* 31 1.0 2.0 0.3 1.7 1.0 0.0 7 7
analysis of 3] Hzu* 22 1.0 1.3 0.0 2.0 1.3 0.7 7 7
the twenty 4] Hzu* 25 0.7 1.0 0.3 1.3 0.7 0.7 3 3
combinations 5 HZU* 24 0.7 0.7 0.3 1.7 1.0 1.0 3 7
6] Hzu* 13 0.3 0.3 0.0 1.3 0.3 0.3 3 3
Dose Vol 0.1
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IIVS Submission - In Vivo Data and Analysis for the
Gettings et al. (1996) Study

March 2006

‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/2 [ HzT | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2  HZT 0 0 0 0 0 0 0 0 0
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0 0 0 0 0 0 Combina- 1,3,4 0 0
tion block GHS Rating 4 4 4 4 0 0 tion block GHS Rating 4 4
#1 1,2,4 0 0 0 0 0 0 #2 1,3,5 0 0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4
1,2,5 0 0 0 0 0 0 1,3,6 0 0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4
1,2,6 0 0 0 0 0 0 14,5 0 0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1]2 [ Hzu* | 24 1 4 1 2 1 0 31 | EPA |
48 1 1 0 2 1 0 11 7
72 1 1 0 1 1 0 9 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HzU* 31 1 2 0.333333 1.666666667 1 0 7 7
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 1 0.333333 1.833333 1.166667 7 7 Combina- 1,3,4 0.833333 0.333333
tion block GHS Rating 2 4 4 4 7 7 tion block GHS Rating 4 4
#1 1,2,4 0.833333 0.333333 1.666667 1 7 7 #2 1,3,5 0.833333 0.333333
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
1,2,5 0.833333 0.333333 1.666667 1 7 7 1,3,6 0.833333 0.166667
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
1,2,6 0.833333 0.333333 1.666667 1 7 7 14,5 0.666667 0.333333
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HzT | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HZT 0 0 0 0 0 0 0 0 0
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
0 0 0 0 Combina- 1,4,6 0.0 0.0 0.0 0.0 0 0
4 4 0 0 tion block GHS Rating 4 4 4 4 0 0
0 0 0 0 #3 1,5,6 0.0 0.0 0.0 0.0 0 0
4 4 0 0 GHS Rating 4 4 4 4 0 0
0 0 0 0 2,34 0.0 0.0 0.0 0.0 0 0
4 4 0 0 GHS Rating 4 4 4 4 0 0
0 0 0 0 2,35 0.0 0.0 0.0 0.0 0 0
4 4 0 0 GHS Rating 4 4 4 4 0 0
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ Hzu* | 24 1 2 0 2 2 2 22 | Epa |
48 1 1 0 2 1 0 11 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3  HzZU* 22 1 1.333333 0 2 1.33333333  0.666666667 7 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
1.833333 1.166667 7 7 Combina- 1,4,6 0.7 0.3 15 0.8 3 3
4 4 7 7 tion block GHS Rating 4 4 4 4 3 3
1.833333 1.166667 7 7 #3 1,5,6 0.7 0.3 1.7 1.0 3 7
4 4 7 7 GHS Rating 4 4 4 4 3 7
1.833333 1.166667 7 7 2,34 1.0 0.3 1.8 1.2 7 7
4 4 7 7 GHS Rating 2 4 4 4 7 7
1.666667 1 3 7 2,35 1.0 0.3 1.8 1.2 7 7
4 4 3 7 GHS Rating 2 4 4 4 7 7
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Gettings et al. (1996) Study

March 2006

‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ HzT | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HZT 0 0 0 0 0 0 0 0 0
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.0 0.0 0.0 0.0 0 0 Combina- 34,5 0.0 0.0
tion block GHS Ratin¢ 4 4 4 4 0 0 tion block GHS Rating 4 4
#4 2,45 0.0 0.0 0.0 0.0 0 0 #5 34,6 0.0 0.0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4
2,46 0.0 0.0 0.0 0.0 0 0 3,5,6 0.0 0.0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4
2,56 0.0 0.0 0.0 0.0 0 0 456 0.0 0.0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ Hzu* | 24 1 2 1 2 1 2 25 | EPA
48 1 1 0 2 1 0 11 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HzZU* 25 0.666667 1 0.333333 1.33333333 0.666666667  0.666666667 3 3
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 1.0 0.2 1.8 1.2 7 7 Combina- 34,5 0.8 0.3
tion block GHS Rating 2 4 4 4 7 7 tion block GHS Rating 4 4
#4 2,45 0.8 0.3 1.7 1.0 7 7 #5 34,6 0.8 0.2
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
2,46 0.8 0.3 15 0.8 7 7 3,5,6 0.8 0.2
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
2,56 0.8 0.3 1.7 1.0 7 7 456 0.7 0.3
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 [ HzT | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
| ANIMAL ID MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5  HZT 0 0 0 0 0 0 0 0 0
Redness DtC EPA DtC GHS Summary 1,2,3 4 0
0.0 0.0 0 0 HZT 1,2,4 4 0
4 4 0 0 1,2,5 4 0
0.0 0.0 0 0 1,2,6 4 0
4 4 0 0 1,3,4 4 0
0.0 0.0 0 0 1,3,5 4 0
4 4 0 0 1,3,6 4 0
0.0 0.0 0 0 14,5 4 0
4 4 0 0 1,4,6 4 0
1,5,6 4 0
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 Hzu* | 24 1 1 1 2 2 3 24 | EPA |
48 1 1 0 2 1 0 11 3
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
| ANIMAL ID MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5 HZU* 24 0.666667 0.666667 0.333333 1.66666667 1 1 3 7
Redness DtC EPA DtC GHS Summary 1,2,3 2 7
1.8 1.2 7 7 HzU* 1,2,4 4 7
4 4 7 7 1,2,5 4 7
1.7 1.0 7 7 1,2,6 4 7
4 4 7 7 1,3,4 4 7
1.8 1.2 7 7 1,3,5 4 7
4 4 7 7 1,3,6 4 7
15 0.8 3 7 14,5 4 7
4 4 3 7 1,4,6 4 3
1,5,6 4 7
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ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ HzT | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZT 0 0 0 0 0 0 0 0 0
2,34 4 0 0
2,35 4 0 0
2,36 4 0 0
2,45 4 0 0
2,46 4 0 0
2,56 4 0 0
34,5 4 0 0
34,6 4 0 0
3,5,6 4 0 0
456 4 0 0
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ Hzu* | 24 1 1 0 2 1 1 13 | EPA |
48 0 0 0 2 0 0 4 3
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HzZU* 13 0.333333 0.333333 0 1.33333333 0.333333333  0.333333333 3 3
2,34 2 7 7
2,35 2 7 7
2,36 2 7 7
2,45 4 7 7
2,46 4 7 7
2,56 4 7 7
34,5 4 7 7
34,6 4 7 7
3,56 4 7 7
456 4 7 3
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BCOP BRD: Appendix G5 IIVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study

TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
011 HZV* 24 1 3 1 3 2 3 36 | EPA |
48 1 1 0 2 1 0 11 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZV* 36 1.0 17 0.3 2.3 13 1.0 7 7
ANIMAL ID
Summary 1]  Hzv* 36 1.0 1.7 0.3 2.3 1.3 1.0 7 7
block used 2| Hzv* 11 0.3 0.3 0.0 0.7 0.3 0.0 2 2
analysis of 3] Hzv* 16 0.7 1.0 0.0 1.3 0.7 0.0 3 7
the twenty 4]  Hzv* 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
combinations 5 HzZV* 20 0.7 0.7 0.3 1.7 1.0 0.3 3 7
6] Hzv* 7 0.3 0.3 0.0 0.7 0.0 0.0 2 3
Dose Vol 0.1
TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
011 HZW* 24 1 4 1 2 1 1 33 | EPA |
48 1 2 1 2 1 0 21 7
72 1 2 1 2 1 1 23 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZW* 33 1.0 2.7 1.0 2.0 1.0 0.7 7 7
ANIMAL ID
Summary 1] Hzw* 33 1.0 27 1.0 2.0 1.0 0.7 7 7
block used 2| Hzw* 32 1.0 1.7 0.7 2.0 1.3 0.7 7 7
analysis of 3] Hzw* 28 1.0 2.0 0.3 2.0 1.0 0.7 7 7
the twenty 4] Hzw* 11 0.7 0.7 0.0 1.7 0.3 0.0 3 7
combinations 5| HzZw* 29 1.0 1.3 0.3 1.7 1.0 1.0 7 7
6] Hzw* 25 0.7 1.0 0.3 1.7 1.3 0.3 3 7
Dose Vol 0.1
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/2 [ Hzv: | 24 1 1 0 2 1 0 11 [ Epa ]
48 0 0 0 0 0 0 0 2
72 0 0 0 0 0 0 0 GHS
7 days 0 2
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HzZV* 11 0.333333 0.333333 0 0.666666667  0.333333333 0 2 2
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0.833333 0.166667 1.833333 1 7 7 Combina- 1,3,4 0.833333 0.166667
tion block GHS Rating 4 4 4 4 7 7 tion block GHS Rating 4 4
#1 1,2,4 0.666667 0.166667 1.5 0.833333 7 7 #2 1,3,5 0.833333 0.333333
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
1,2,5 0.833333 0.333333 2 1.166667 7 7 1,3,6 0.833333 0.166667
GHS Rating 4 4 2 4 7 7 GHS Rating 4 4
1,2,6 0.666667 0.166667 1.5 0.833333 7 7 14,5 0.833333 0.333333
GHS Rating 4 4 4 4 7 7 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1]2 [ Hzw* | 24 1 3 1 2 2 2 32 | EPA |
48 1 1 1 2 1 0 16 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2  HZW* 32 1 1.666667 0.666667 2 1.333333333  0.666666667 7 7
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 1 0.833333 2 1.166667 7 7 Combina- 1,3,4 1 0.666667
tion block GHS Rating 2 4 2 4 7 7 tion block GHS Rating 2 4
#1 1,2,4 1 0.833333 2 1.166667 7 7 #2 1,3,5 1 0.666667
GHS Rating 2 4 2 4 7 7 GHS Rating 2 4
1,2,5 1 0.833333 2 1.166667 7 7 1,3,6 1 0.666667
GHS Rating 2 4 2 4 7 7 GHS Rating 2 4
1,2,6 1 0.833333 2 1.333333 7 7 14,5 1 0.666667
GHS Rating 2 4 2 4 7 7 GHS Rating 2 4
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Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ Hzv: | 24 1 2 0 2 1 0 16 | EPA |
48 1 1 0 1 1 0 9 3
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3  HzZV* 16 0.666667 1 0 1.333333333 0.66666667 0 3 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
1.833333 1 7 7 Combina- 1,4,6 0.7 0.2 15 0.7 7 7
4 4 7 7 tion block GHS Ratin¢ 4 4 4 4 7 7
2 1.166667 7 7 #3 1,5,6 0.8 0.3 2.0 1.2 7 7
2 4 7 7 GHS Rating 4 4 2 4 7 7
1.833333 1 7 7 2,34 0.5 0.0 1.0 0.5 3 7
4 4 7 7 GHS Rating 4 4 4 4 3 7
2 1.166667 7 7 2,35 0.7 0.2 15 0.8 3 7
2 4 7 7 GHS Rating 4 4 4 4 3 7
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ Hzw* | 24 1 3 1 2 1 1 28 | EPA |
48 1 2 0 2 1 1 18 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HZW* 28 1 2 0.333333 2 1 0.666666667 7 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
2 1 7 7 Combina- 1,4,6 0.8 0.7 1.8 1.2 7 7
2 4 7 7 tion block GHS Ratin¢ 4 4 4 4 7 7
2 1 7 7 #3 1,5,6 1.0 0.7 1.8 1.2 7 7
2 4 7 7 GHS Rating 2 4 4 4 7 7
2 1.166667 7 7 2,34 1.0 0.5 2.0 1.2 7 7
2 4 7 7 GHS Rating 2 4 2 4 7 7
1.833333 1 7 7 2,35 1.0 0.5 2.0 1.2 7 7
4 4 7 7 GHS Rating 2 4 2 4 7 7
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ Hzv: | 24 0 0 0 1 0 0 2 | EPA
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HzZV* 2 0 0 0 0.5 0 0 0 2
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.5 0.0 1.0 0.5 3 7 Combina- 34,5 0.7 0.2
tion block GHS Ratin¢ 4 4 4 4 3 7 tion block GHS Rating 4 4
#4 2,45 0.5 0.2 1.2 0.7 3 7 #5 34,6 0.5 0.0
GHS Rating 4 4 4 4 3 7 GHS Rating 4 4
2,46 0.3 0.0 0.7 0.2 2 3 3,5,6 0.7 0.2
GHS Rating 4 4 4 4 2 3 GHS Rating 4 4
2,56 0.5 0.2 1.2 0.7 3 7 456 0.5 0.2
GHS Rating 4 4 4 4 3 7 GHS Rating 4 4
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ Hzw* | 24 1 1 0 2 1 0 11 [ EpA ]
48 1 1 0 2 0 0 9 3
72 0 0 0 1 0 0 2 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HZW* 11 0.666667 0.666667 0 1.66666667 0.333333333 0 3 7
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 1.0 0.5 2.0 1.3 7 7 Combina- 34,5 1.0 0.3
tion block GHS Rating 2 4 2 4 7 7 tion block GHS Rating 2 4
#4 2,45 1.0 0.5 1.8 1.2 7 7 #5 34,6 0.8 0.3
GHS Rating 2 4 4 4 7 7 GHS Rating 4 4
2,46 0.8 0.5 1.8 1.3 7 7 3,5,6 1.0 0.3
GHS Rating 4 4 4 4 7 7 GHS Rating 2 4
2,56 1.0 0.5 1.8 1.3 7 7 456 0.8 0.3
GHS Rating 2 4 4 4 7 7 GHS Rating 4 4
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 [ Hzv: | 24 1 2 2 20 | EPA ]
48 1 11 3
72 0 GHS
7 days 0 7
14 days
21 days
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5  HZV* 20 0.666667 0.666667 0.333333 1.66666667 1 0.333333333 7
Redness Chemosis DtC EPA DtC GHS Summary 4
1 0.8 7 HZV*
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 [ Hzw* | 24 1 2 2 29 | EpPA |
48 1 11 7
72 1 GHS
7 days 0 7
14 days
21 days
/ANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5  HZW* 29 1 1.333333 0.333333 1.66666667 1 1 7
Redness Chemosis DtC EPA DtC GHS Summary
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ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ Hzv: | 24 1 1 0 1 0 0 7 | EPA ]
48 0 0 0 1 0 0 2 2
72 0 0 0 0 0 0 0 GHS
7 days 0 3
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZV* 7 0.333333 0.333333 0 0.66666667 0 0 2 3
2,34 4 7 3
2,35 4 7 3
2,36 4 7 3
2,45 4 7 3
2,46 4 3 2
2,56 4 7 3
34,5 4 7 3
34,6 4 7 3
3,5,6 4 7 3
456 4 7 3
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ Hzw* | 24 1 2 1 2 2 1 25 | EPA
48 1 1 0 2 1 0 11 3
72 0 0 0 1 1 0 4 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZW* 25 0.666667 1 0.333333 1.66666667 1.333333333  0.333333333 3 7
2,34 2 7 7
2,35 2 7 7
2,36 2 7 7
2,45 2 7 7
2,46 4 7 7
2,5,6 2 7 7
34,5 2 7 7
34,6 4 7 7
3,5,6 2 7 7
456 4 7 7

NNNNNNNNNN
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TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME [OPACITY] AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1]1 HZX 24 1 4 1 2 2 2 37 | EPA |
48 1 4 1 2 2 2 37 22
72 1 4 1 2 2 2 37 GHS
7 days 1 2 0 2 2 2 22 22
14 days 1 1 0 2 2 2 17
21 days 1 1 0 2 1 0 11
/ANIMALID | MATL | MAS [OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZX 37 1.0 4.0 1.0 2.0 2.0 2.0 22 22
ANIMAL ID
Summary 1]  Hzx 37 1.0 4.0 1.0 2.0 2.0 20 22 22
block used 2| HzX 41 1.0 2.3 0.7 2.3 1.3 1.3 7 7
analysis of 3] Hzx 39 1.0 2.7 0.7 2.7 1.3 1.3 7 7
the twenty 4]  Hzx 41 1.0 3.3 1.0 2.3 2.0 20 21 22
combinations 5| HzX 39 1.0 4.0 1.0 2.3 2.0 20 22 22
6] HzX 41 1.0 2.7 1.0 2.3 1.3 17 14 14
Dose Vol 0.1
TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME [OPACITY] AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1]1 HZY 24 1 4 1 2 3 3 41 | EPA |
48 1 4 1 3 1 1 35 7
72 1 3 1 2 1 1 28 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
ANIMALID | MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZY 41 1.0 3.7 1.0 2.3 1.7 1.7 7 7
ANIMAL ID
Summary 1  Hzy 41 1.0 3.7 1.0 2.3 1.7 1.7 7 7
block used 2| Hzy 37 1.0 4.0 1.0 2.7 1.7 17 14 14
analysis of 3] Hzy 41 1.0 3.3 1.0 2.7 2.0 1.7 7 7
the twenty 4|  Hzy 37 1.0 3.7 1.0 2.3 2.0 17 21 21
combinations 5| Hzy 39 1.0 3.7 1.0 2.7 2.0 20 22 22
6] Hzy 31 1.0 4.0 0.3 2.0 1.0 10 22 22
Dose Vol 0.1
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/2 [ HzX | 24 1 4 1 3 2 3 41 [ EPA |
48 1 2 1 2 1 1 23 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2  HzZX 41 1 2.333333 0.666667 2.333333333  1.333333333  1.333333333 7 7
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 1 0.833333 25 1666667 22 22 Combina- 1,3,4 1 1
tion block GHS Rating 2 4 2 4 22 22 tion block GHS Rating 2 2
#1 1,2,4 1 1 2.333333 2 22 22 #2 1,3,5 1 1
GHS Rating 2 2 2 2 22 22 GHS Rating 2 2
1,2,5 1 1 2.333333 2 22 22 1,3,6 1 1
GHS Rating 2 2 2 2 22 22 GHS Rating 2 2
1,2,6 1 1 2.333333 1.666667 22 22 14,5 1 1
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1]2 [ Hzy | 24 1 4 1 2 2 2 37 | EPA |
48 1 4 1 3 1 2 37 14
72 1 4 1 3 2 1 37 GHS
7 days 1 1 0 2 1 0 11 14
14 days 0 0 0 0 0 0 0
21 days 0
ANIMALID | MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HzZY 37 1 4 1 2.666666667  1.666666667  1.666666667 14 14
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 1 1 2.666667 1.833333 14 14 Combina- 1,3,4 1 1
tion block GHS Rating 2 2 2 4 14 14 tion block GHS Rating 2 2
#1 1,2,4 1 1 25 1.833333 21 21 #2 1,3,5 1 1
GHS Rating 2 2 2 4 21 21 GHS Rating 2 2
1,2,5 1 1 2.666667 1.833333 22 22 1,3,6 1 1
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
1,2,6 1 1 25 1666667 22 22 14,5 1 1
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ HzX | 24 1 4 1 3 2 2 39 | EPA |
48 1 3 1 3 1 2 32 7
72 1 1 0 2 1 0 11 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
IANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HzX 39 1 2.666667 0.666667 2.666666667 1.33333333  1.333333333 7 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
25 2 22 22  Combina- 14,6 1.0 1.0 23 20 22 22
2 2 22 22 tionblock GHS Rating 2 2 2 2 22 22
25 2 22 2  #3 1,5,6 1.0 1.0 2.3 20 22 22
2 2 22 22 GHS Rating 2 2 2 2 22 22
25 1666667 22 22 2,34 1.0 0.8 25 1.7 21 22
2 4 22 22 GHS Rating 2 4 2 4 21 22
2.333333 2 22 22 2,35 1.0 0.8 25 17 22 22
2 2 22 22 GHS Rating 2 4 2 4 22 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ Hzy | 24 1 4 1 3 2 3 41 [ EPA |
48 1 4 1 3 2 2 39 7
72 1 2 1 2 2 0 23 GHS
7 days 0 0 0 0 0 0 0 7
14 days 0
21 days 0
ANIMALID] MATL | MAS |oPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HZzY 41 1 3.333333 1 2.666666667 2 1.666666667 7 7
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
25 2 21 21 Combina- 1,4,6 1.0 1.0 23 18 22 22
2 2 21 21 tion block GHS Rating 2 2 2 4 22 22
2.666667 2 22 2  #3 1,5,6 1.0 1.0 25 18 22 22
2 2 22 22 GHS Rating 2 2 2 4 22 22
25 1833333 22 22 2,34 1.0 1.0 27 20 21 21
2 4 22 22 GHS Rating 2 2 2 2 21 21
25 2 22 22 2,35 1.0 1.0 27 20 22 22
2 2 22 22 GHS Rating 2 2 2 2 22 22
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IIVS Submission - In Vivo Data and Analysis for the
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID] MATL TIME OPACITY| AREA IRIS REDNESS | CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/4 | HzX | 24 1 4 1 3 2 3 41 | EPA |
48 1 3 1 2 2 1 30 21
72 1 3 1 2 2 2 32 GHS
7 days 1 2 1 2 2 2 27 22
14 days 1 1 0 2 2 2 17
21 days 0 0 0 1 1 0 4
ANIMALID] MATL | MAS [OPACITY| AREA IRIS REDNESS | CHEMOSIS DISCHARGE | DtC EPA DtC GHS
4 HZX 41 1 3.333333 1 2.33333333 2 2 21 22
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 1.0 0.8 25 1.3 14 14 Combina- 34,5 1.0 1.0
tion block GHS Ratin¢ 2 4 2 4 14 14 tion block GHS Rating 2 2
#4 24,5 1.0 1.0 23 2.0 22 22 #5 34,6 1.0 1.0
GHS Rating 2 2 2 2 22 22 GHS Rating 2 2
24,6 1.0 1.0 23 1.7 21 22 3,56 1.0 1.0
GHS Rating 2 2 2 4 21 22 GHS Rating 2 2
2,56 1.0 1.0 23 1.7 22 22 4,5,6 1.0 1.0
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID] MATL TIME OPACITY| AREA IRIS REDNESS | CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/4 | HzY | 24 1 4 1 2 2 2 37 | EPA |
48 1 4 1 2 2 2 37 21
72 1 3 1 3 2 1 32 GHS
7 days 1 1 1 2 1 0 16 21
14 days 1 1 0 1 1 1 11
21 days 0 0 0 0 0 0 0
\ANIMAL ID| MATL | MAS | OPACITY| AREA IRIS REDNESS | CHEMOSIS DISCHARGE | DtC EPA DtC GHS
4 HzY 37 1 3.666667 1 2.33333333 2 1.666666667 21 21
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 1.0 1.0 27 1.8 22 22 Combina- 34,5 1.0 1.0
tion block GHS Ratinc 2 2 2 4 22 22 tion block GHS Rating 2 2
#4 24,5 1.0 1.0 27 2.0 22 22 #5 34,6 1.0 1.0
GHS Rating 2 2 2 2 22 22 GHS Rating 2 2
24,6 1.0 1.0 25 1.8 22 22 3,56 1.0 1.0
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
2,56 1.0 1.0 27 1.8 22 22 4,5,6 1.0 1.0
GHS Rating 2 2 2 4 22 22 GHS Rating 2 2
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME |[OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 Hzx | 24 1 4 1 2 2 2 37 | EPA |
48 1 4 1 3 2 2 39 22
72 1 4 1 2 2 2 37 GHS
7 days 1 1 0 2 1 1 13 22
14 days 1 1 0 1 1 0 9
21 days 1 1 0 0 0 0 5
| ANIMAL ID MATL | MAS [OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
5  HzX 39 1 4 1 2.33333333 2 2 22 22
Redness DtC EPA DtC GHS Summary 1,2,3 2 22
25 2.0 22 22 HZX 12,4 2 22
2 2 22 22 12,5 2 22
25 17 21 22 12,6 2 22
2 4 21 22 1,34 2 22
25 17 22 22 1,3,5 2 22
2 4 22 22 1,3,6 2 22
2.3 2.0 22 22 1,4,5 2 22
2 2 22 22 1,4,6 2 22
15,6 2 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME |[OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/5 Hzy | 24 1 4 1 2 2 2 37 | EPA |
48 1 4 1 3 2 2 39 22
72 1 3 1 3 2 2 34 GHS
7 days 1 2 0 2 2 1 20 22
14 days 2 1 0 2 2 1 20
21 days 2 1 0 2 2 1 20
| ANIMAL ID MATL | MAS |[opPAciTY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
5  HZY 39 1 3.666667 1 2.66666667 2 2 22 22
Redness DtC EPA DtC GHS Summary 1,2,3 2 14
2.7 2.0 22 22 HZY 12,4 2 21
2 2 22 22 12,5 2 22
25 2.0 22 22 12,6 2 22
2 2 22 22 1,34 2 21
2.7 2.0 22 22 1,3,5 2 22
2 2 22 22 1,3,6 2 22
25 2.0 22 22 1,4,5 2 22
2 2 22 22 1,4,6 2 22
15,6 2 22

G-173



BCOP BRD: Appendix G5 IIVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study

‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ HzX | 24 1 4 1 3 2 3 41 [ EPA |
48 1 2 1 2 1 2 25 14
72 1 2 1 2 1 0 21 GHS
7 days 1 1 0 0 0 0 5 14
14 days 0 0 0 0 0 0 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HzZX 41 1 2.666667 1 2.33333333 1.333333333  1.666666667 14 14
22 2,34 2 22 21
22 2,35 2 22 22
22 2,36 2 14 14
22 2,45 2 22 22
22 2,46 2 22 21
22 2,56 2 22 22
22 34,5 2 22 22
22 34,6 2 22 21
22 3,5,6 2 22 22
22 456 2 22 22
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID MATL TIME | OPACITY| AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ Hzy | 24 1 4 0 2 1 2 30 | EPA |
48 1 4 0 2 1 1 28 22
72 1 4 1 2 1 0 31 GHS
7 days 1 4 1 2 1 0 31 22
14 days 1 4 0 1 1 0 24
21 days 1 1 0 1 0 0 7
ANIMALID | MATL | MAS |OPACITY] AREA IRIS REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HZY 31 1 4 0.333333 2 1 1 22 22
14 2,34 2 21 21
21 2,35 2 22 22
22 2,36 2 22 22
22 2,45 2 22 22
21 2,46 2 22 22
22 2,56 2 22 22
22 34,5 2 22 22
22 34,6 2 22 22
22 3,56 2 22 22
22 456 2 22 22
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TEST CORNEAL CONJUNCTIVAL ‘ DAYS-TO-|
Volume ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
011 HZZ 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
GHS Tissue 1 HZZ 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
ANIMAL ID
Summary 1] Hzz 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
block used 2| Hzz 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
analysis of 3] Hzz 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
the twenty 4] Hzz 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
combinations 5| Hzz 0 0.0 0.0 0.0 0.0 0.0 0.0 0 0
6] Hzz 2 0.0 0.0 0.0 0.5 0.0 0.0 0 2
Dose Vol 0.1
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS CHEMOSIS DISCHARGE | DRAIZE | CLEAR
0.1/2 [ Hzz | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
2 HzZ 0 0 0 0 0 0 0 0 0
Combinations Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations  Opacity Iris
Combina- 1,2,3 0 0 0 0 0 0 Combina- 1,3,4 0 0
tion block GHS Rating 4 4 4 4 0 0 tion block GHS Rating 4 4
#1 1,2,4 0 0 0.25 0 0 2 #2 1,3,5 0 0
GHS Rating 4 4 4 4 0 2 GHS Rating 4 4
1,2,5 0 0 0 0 0 0 1,3,6 0 0
GHS Rating 4 4 4 4 0 0 GHS Rating 4 4
1,2,6 0 0 0.25 0 0 2 14,5 0 0
GHS Rating 4 4 4 4 0 2 GHS Rating 4 4
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS| DISCHARGE | DRAIZE | CLEAR
0.1/3 [ Hzz | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS| DISCHARGE | DtC EPA DtC GHS
3 HzZ 0 0 0 0 0 0 0 0 0
Redness Chemosis DtC EPA DtC GHS Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS
0.25 0 0 2 Combina- 1,4,6 0.0 0.0 0.5 0.0 0 2
4 4 0 2 tion block GHS Rating 4 4 4 4 0 2
0 0 0 0 #3 1,5,6 0.0 0.0 0.3 0.0 0 2
4 4 0 0 GHS Rating 4 4 4 4 0 2
0.25 0 0 2 2,34 0.0 0.0 0.3 0.0 0 2
4 4 0 2 GHS Rating 4 4 4 4 0 2
0.25 0 0 2 2,35 0.0 0.0 0.0 0.0 0 0
4 4 0 2 GHS Rating 4 4 4 4 0 0
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BCOP BRD: Appendix G5 ITVS Submission - In Vivo Data and Analysis for the
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume  |ANIMAL ID| MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/4 [ Hzz | 24 0 0 0 1 0 0 2 | EPA
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
/ANIMALID] MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
4 HZZ 2 0 0 0 0.5 0 0 0 2
Combinatio Opacity Iris Redness Chemosis DtC EPA DtC GHS Combinations Opacity Iris
Combina- 2,3,6 0.0 0.0 0.3 0.0 0 2 Combina- 34,5 0.0 0.0
tion block GHS Ratin¢ 4 4 4 4 0 2 tion block GHS Rating 4 4
#4 2,45 0.0 0.0 0.3 0.0 0 2 #5 34,6 0.0 0.0
GHS Rating 4 4 4 4 0 2 GHS Rating 4 4
2,46 0.0 0.0 0.5 0.0 0 2 3,5,6 0.0 0.0
GHS Rating 4 4 4 4 0 2 GHS Rating 4 4
2,56 0.0 0.0 0.3 0.0 0 2 456 0.0 0.0
GHS Rating 4 4 4 4 0 2 GHS Rating 4 4
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‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘ DAYS—TO—|
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS [ CHEMOSIS | DISCHARGE| DRAIZE | CLEAR
0.1/5 [ Hzz | 24 0 0 0 0 0 0 0 [ EPA |
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 0
14 days 0
21 days 0
IANIMALID | MATL | MAS | OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE| DtC EPA DtC GHS
5 HzZ 0 0 0 0 0 0 0 0 0
Redness Chemosis DtC EPA DtC GHS Summary 1,2,3 4 0
0.3 0.0 0 2 HZZ 1,2,4 4 2
4 4 0 2 1,2,5 4 0
0.5 0.0 0 2 1,2,6 4 2
4 4 0 2 1,3,4 4 2
0.3 0.0 0 2 1,3,5 4 0
4 4 0 2 1,3,6 4 2
0.5 0.0 0 2 14,5 4 2
4 4 0 2 1,4,6 4 2
1,5,6 4 2
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ITVS Submission - In Vivo Data and Analysis for the March 2006
Gettings et al. (1996) Study
‘ ‘ TEST ‘ CORNEAL CONJUNCTIVAL ‘DAYS-TO-l
Volume |ANIMAL ID MATL TIME | OPACITY| AREA IRIS | REDNESS | CHEMOSIS | DISCHARGE | DRAIZE | CLEAR
0.1/6 [ Hzz | 24 0 0 0 1 0 0 2 | EPA ]
48 0 0 0 0 0 0 0 0
72 0 GHS
7 days 0 2
14 days 0
21 days 0
IANIMALID | MATL | MAS |OPACITY| AREA | IRIS | REDNESS | CHEMOSIS | DISCHARGE | DtC EPA DtC GHS
6 HzZ 2 0 0 0 0.5 0 0 0 2
2,34 4 2 0
2,35 4 0 0
2,36 4 2 0
2,45 4 2 0
2,46 4 2 0
2,56 4 2 0
34,5 4 2 0
34,6 4 2 0
3,5,6 4 2 0
456 4 2 0

OO OO O0ODO0OOOO0OOo
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Summary of Boot Strap Analysis for the
Gettings et al. (1996) Study

Summary of the Animal Data

Name Material  GHS 1 GHS2a GHS2b GHSNI EPA1 EPA2 EPA3 EPA4 Mean OD490 SD OD490
Shampoo 7 HZA 16 4 0 0 16 4 0 0 0.41 0.16
Liquid Soap 1 HzB* 0 0 4 16 0 0 20 0 0.20 0.02
Shampoo 1 HzC* 0 0 10 10 0 0 20 0 0.96 0.31
Shampoo 5 HzZD* 0 0 0 20 0 0 20 0 0.23 0.08
Gel Cleaner HZE 0 0 0 10 10 0 10 0 0.19 0.05
Baby Shampoo 2 HZF 16 4 0 0 16 4 0 0 0.42 0.08
Shampoo 8 HzG* 0 0 0 20 0 0 20 0 0.20 0.06
Eye Makeup re. HZH 0 0 0 20 0 0 0 20 0.02 0.02
Skin Cleaner HZI 16 3 1 0 16 3 1 0 0.77 0.04
Mild Shampoo HzZJ 0 0 0 20 0 0 0 20 0.05 0.03
Bubble bath HZK 20 0 0 0 20 0 0 0 0.96 0.32
Foam Bath HZL 19 0 1 0 16 0 4 0 0.91 0.26
Shampoo 3 HzM* 0 0 10 10 0 0 10 10 0.21 0.05
Shampoo 6 HZN* 0 0 0 20 0 0 20 0 0.27 0.08
Baby Shampoo 1 HzZP 0 0 0 20 0 0 19 1 0.26 0.05
Cleaning Gel HzQ 0 0 0 20 0 0 20 0 0.16 0.05
Facial Cl Foam HZR* 10 0 6 4 10 0 10 0 0.24 0.02
Shower Gel HZS 19 1 0 0 19 1 0 0 1.55 0.09
Polishing Scrub HZT 0 0 0 20 0 0 0 20 0.00 0.00
Hand Soap HzU* 0 0 4 16 0 0 20 0 0.29 0.09
Shampoo 4 Hzv* 0 0 4 16 0 0 20 0 0.27 0.04
Liquid Soap 2 HzZwW* 0 0 16 4 0 0 20 0 0.35 0.10
Shampoo 2 HzX 19 1 0 0 16 4 0 0 0.71 0.29
Shampoo AntiD HzZY 16 4 0 0 16 4 0 0 0.85 0.20
Facial Cleaner Hzz 0 0 0 20 0 0 0 20 0.00 0.00
Name Material GHS 1 GHS2a GHS 2b GHS NI EPA1 EPA2 EPA3 EPA4 Mean OD490 SD OD490

Polishing Scrub HZT 0 0 0 20 0 0 0 20 0.001 0.001
Facial Cleaner Hzz 0 0 0 20 0 0 0 20 0.004 0.004
Eye Makeup re. HZH 0 0 0 20 0 0 0 20 0.020 0.016
Mild Shampoo HzZJ 0 0 0 20 0 0 0 20 0.050 0.025
Cleaning Gel HzQ 0 0 0 20 0 0 20 0 0.164 0.050
Gel Cleaner HZE 10 0 0 10 10 0 10 0 0.194 0.048
Shampoo 8 HzG* 0 0 0 20 0 0 20 0 0.197 0.058
Liquid Soap 1 HzB* 0 0 4 16 0 0 0 0 0.199 0.024
Shampoo 3 HzZM* 0 0 10 10 0 0 10 10 0.214 0.049
Shampoo 5 HzZD* 0 0 0 20 0 0 20 0 0.231 0.084
Facial Cl Foam HZR* 10 0 6 4 10 0 10 0 0.239 0.022
Baby Shampoo 1 HzZP 0 0 0 20 0 0 19 1 0.261 0.051
Shampoo 6 HZN* 0 0 0 20 0 0 20 0 0.267 0.076
Shampoo 4 Hzv* 0 0 4 16 0 0 20 0 0.268 0.045
Hand Soap HzU* 0 0 4 16 0 0 20 0 0.293 0.092
Liquid Soap 2 HzZwW* 0 0 16 4 0 0 20 0 0.352 0.100
Shampoo 7 HZA 16 4 0 0 16 4 0 0 0.406 0.156
Baby Shampoo 2 HZF 16 4 0 0 16 4 0 0 0.425 0.082
Shampoo 2 HzX 19 1 0 0 16 4 0 0 0.705 0.289
Skin Cleaner HZI 16 3 1 0 16 3 1 0 0.769 0.036
Shampoo AntiD HzZY 16 4 0 0 16 4 0 0 0.847 0.199
Foam Bath HZL 19 0 1 0 16 0 4 0 0.912 0.261
Bubble bath HZK 20 0 0 0 20 0 0 0 0.956 0.324
Shampoo 1 HzC* 0 0 10 10 0 0 20 0 0.957 0.306
Shower Gel HZS 19 1 0 0 19 1 0 0 1.548 0.093
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Average Chemosis Score
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Appendix G6

Dataset Received from Johnson & Johnson Pharmaceutical Research and
Development — A Division of Janssen Pharmaceutica N.V. (Laboratory No.
9 in Gautheron et al. 1994)
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PHARMACEUTICAL RESEARCH
& DEVELOPMENT

DIVISION OF JANSSEN PHARMACEUTICA N.V.

Toxic, in Vitra Vol. §, No. 3, pp. 381-392, 1994
FElsevier Science Lid. Printed in Great Britain
@ Pergamon 0887-233494)E0010-Q

INTERLABORATORY ASSESSMENT OF THE BOVINE
CORNEAL OPACITY AND PERMEABILITY (BCOP)
ASSAY*

P. GautHeroN't, J. Giroux?®, M. Cormiv?, L. Aupeconn®, A. MoRiLLA?,
L. Mavyorpomo-BLANCO®, A. TorTAADAS, G. Havnes', J. A, VERicAT, R. Prrovano®,
E. Giuio Tost, C. HAGEMANN®, P. VanpARYS'?, G. DEKsUDT", G. Iacons!', M, Prinsex'2,
S. Kacwerr”? and H. SpiELmann®

IMSD-Chibret, Centre de Recherche, BP 134, 63203 Riom, ‘Agence du Médicament, Unité
Pharmacologie- Toxicologie, 34000 Montpellier, *L'Oréal, Centre de Recherche Fondamentale, BP 22,
93601 Aulnay sous Bois, “Roussel-Uclal, Laboratorie de Toxicologie, 93230 Romainville, France,
*Laboratorios Cusi PO Box No. 2, 08320 El Masnou, Barcelona, *Cida, Centro Industrial Santiga,
Argenters 6, 08130 Sta. Perpetua de Mogoda, Barcelona, Spain, "Research Toxicology Centre SpA, 00040
Pomezia (Roma), *Istituto di Richerche Biomediche “A. Marxer” RBM SpA, C.P. 226, 10015 Ivrea (TO),
Ttaly, *Ciba-Geigy, Toxicology Services, CH-4332 Stein/AG, Switzerland, '"“Janssen Pharmaceutica,
Toxicology Department, 2340 Beerse, 'Institute of Hygiene and Epidemniology, B-1050 Brussels, Belgium,
TNC Nutrition and Food Research, PO Box 360, 3704 HE Zeist, The Netherlands, "ZEBET, Robert
von Ostertag Institut, Postfach 48 04 47, 1000 Berlin 48, Germany

This document contains the individual cornea data collected in laboratory

no. 09 (Janssen Pharmaceutica) => 52 compounds were fested.



Compounds tested

Table 1. Test chemicals and suppliers

Chemical
e — Supplier:

Code no.  MName CAS no* catalogue no.
1 E-E‘thou;yethanl;-] 1 1085 Aldrich: 256374
2 Anthracene 120-12-7 Aldrich: 14,106-2
3 Allyl alcohol 107-18-6 Aldrich: 24,053-2
4 EDTA, di-potassium salt 25102-12-9 Aldrch: 23.600-9
5 Hexane 110-54.3 Aldrich: 13.936-6
& 2 4-Pentunedions 123-54-6 Aldrich: P 775-4
7 Phenylbulazone 50-33-9 Aldrich: 21,186-9
L] I-Mitropropans 108-03-2 Aldrich: ™N2,2835-1
] 3-Gilycidoxypropylirimethoxysilane 2I530-83-8 Aldrich: 23,5784
(] Aluminium hydroxide 21645-51-2 Aldrch: 23 918-6
Ll 1.2,4-Trimethylbenzene 95-63-6 Aldnch: 24,027-3
2 I-Mercaptopyrimidine 1450-85-7 Aldrich: 12.962-3
13 Betaine monchydrate 500-47-6 Aldrich: 219134
id Sodium oxalate 62-T6-0 Aldrch: 12,343-3
15 pL-Glutamic acid |0285-83-7 Aldrich: G 279-6
16 Petroleum ether B032-32-4 Aldrich: 26,1734
17 Butyrolactone Dh-48-0 Aldrich: B1O 360-84
18 2 4-Dichloro-5-sulfamoylbenzoic wcid 2736-23-4 Aldnch; 14,739-7
19 Furan L 10-00-% Aldnch: 18,592.2
20 Imidazole 288-32-4 Aldoeh: [ 20-2
| | -phenyl-3-pyrazelidons 92.43.3 Aldrich: 12,7914
22 2-Aminophenc| 05-55-6 Aldrich: A7 130-1
23 Gluconolactone 90-80-2 Aldrich: G200-1
24 2-Methouyethanol 109-B6-4 Aldrich; 27,048-2
25 Dimethyl sulfoxide 67-68-3 Aldrich: 27,043-]
2 Magnesium carbonate AHITE-T2-4 Aldrich; 22 766-8
7 Propyl-4-Hydroxybenzoale 04-13-3 Aldrch: P5 3357
28 Iminodibenzyl 494.19-9 Aldrich: 1 130-8
29 Oxtano] 111-87-5 Aldrich: 29,324-5
in Methvlisobutyl ketone 108101 Aldrich: 29,326-1
3 Dibenzoyl-L-tattarke acid 2743-38-6 Aldrich: 34 584.9
32 Ethanol 64-17-5 loeal vendor
33 Methanol 67-56-1 local vendor
34 Ethyl acetoacetate 141-97-9 Aldrich: 24,070.2
35 Promethazine hydrochlonde 58-13.1 Aldrich: 25.411-4
36 Deoxyeholic acid, sedium zall 302-95-4 Sigma: D675
i MY RJI-45 ICE: A-B503
- BRI1I:35 QOMy2-92-0) Sigma:  P-1254
39 Teiraaminopyrimidine sulfate 3392.28-9 Aldrich: T 380-7
40 N-Lauroylsarcosine, sodium salt T631-98-3 Sigma:  L-5125
4 Quinacrineg a9-05-6 Sigma:  (-3231
42 Hexadecylirimethylammonium bromide 57409-0 Sigma: H-3882
43 Thiourea 62-56-6 Aldrich: 24,025.7
4 Dimethylbiguanide 657-24-9 Sigma: D-3033%
45 Benzethomum chlonde 121-54-0 Sigma: B-8879
46 Triton X-15% Q0 0-84-0 Sigima: X155
47 1.2, 3-Trichloropropane Of-15-4 Aldrich: 11,012-4
4% Cyclohexanone 108-94-1 Abdrich: C1D 2 8-D
L Dracetone aleohol 123-42-2 Aldrich: H4 154-4
50 Laurylsulfobetaine 14933-08-5 Sigma:  D-d3l6
.11 Pyridine 1 10-84-1 Aldrich: 27,040-7
52 Triethanalamine 102-71-6 Aldrich: T35 830-0

*Chemical Abstracts Service registry no.
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[ EEC VALIDATION OF THE BCO-P ASSAY |

| Data sheet [Lab.no.| 09 |

{ Ph. Vanparys ]

5 | N
iof the same pairno. .. Signature: | % i’:_‘;:‘/;)/
cor- | freatment opactity at 10 min opacity at 120 min ‘in-vitro
. nea i oy g T i, v A mOOTTOG corréec. | scaore
1 c1{ 9 9 9.0 c1 | 13| 13 13.0 0.003 13.0
MEM 9 {c2| o -45 14l c2| o 7.0 0.002 -7.0
3 -9 0 | c3 -4.5 14| 0 | c3 -7.0 0.004 -6.9
0.0 0.3 0.003 0.3
7.8 . 115 0.001 115
4 | compoundno; | | 56 | 65 | 66 62.3 51 | 66 | 66 61.0 61.3 1.447 1.444 83.0
5 1 i 59 | 68 | 68 65.0 54 | 69 | 68 63.7 64.0 1.502 1.498 86.5
6 10 sa | 64 | 64 | 607 50 | 64 | 65 | 597 60.0 1.669 | 1.666 85.0
7 | concentration | | 58 | 68 | 68 64.7 54 | 68 | 69 63.7 64.0 1.307 1.304 83.6
8 || 100% ||| s6 | 65 | 65 | 620 51 | 66 | 66 | 610 61.3 1537 | 1.534 84.3
9 | B 53 | 62 | 62 59.0 50 | 64 | 64 59.3 59.7 1.649 1.646 84.3
62.3 61.4 61.7 1.518 1.515 84.4
|_£SD 2.3 1.9 1.9 0.134 0.134 1.2
: cor- | treatment : CALIBRATION
| _nea o oo - Fiiter Hoider | Opacity
1 paper
2 MEM ; ; 0
3 1 B 75
__mean A 71
28,0 2 B 152
A
4 | compound no. | 3 B 223
5 | | 1 J A
. |
7 | concentration | :
s || 100% |
9
- mean|
. 28D,




Date: | 25Jung2 |

L

EEC VALIDATION OF THE BCO-P ASSAY

Experlménl no.

42 |

|

Data sheet

]Lab no.é}

09 |

_|_Ph. Vanparys l

mean

+SD.

Compound of the same pairno. {4 +7 ] Signature: %W
| cor- | treatment opacity at 240 min Permeability (OD) in-vitro
nea e COTTEC, . correc. .. Score
1 C1 0 0.0 0.016 0.2
2 1MEM r -1 C2 -0.5 0.023 -0.2
3 -1 0 C3 -0.5 0.018 -0.2
" mean -0.3 0.019 0.1
+S.D. 0.3 0.004 0.3
s |t 2. 3 27 3.0 0.020 | 0.001 3.0
5 2 0 0 0 0.0 0.3 0.010 -0.009 0.2
6 1 1 2 1.3 1.7 0.024 0.005 1.7
7 concentration 0 0 0 0.0 0.3 0.023 0.004 0.4
8 l 20% J 2 2 3 2.3 2.7 0.026 0.007 2.8
9 0 0 0 0.0 0.3 0.029 0.010 0.5
mean] 1.1 1.4 0.022 0.003 1.4
+5.D. 1.2 1.2 0.007 0.007 1.3
cor- uéatr’h’em_ CALIBRATION
_nea 24 -Filter” ae GfH_OI'dt_er Opacity
1 - paperv
2 MEM - 0 !
3 1 B 75 l
m'éan A -75
+50. 2 B 158
A 170
4 compound no.| IpH: 8.12 3 B 248
5 2 A 259
6
7 concentration
s || 20% | -
o .



| EEC VALIDATION OF THE BCO-P ASSAY j

r Data sheet
Date: | 09Mar2 | [Name: [ Ph vanparys ]
Experimentno. | 5 | _
Compound of the same pairno. [ 1 ] Signalur_é':v.
cor- [ treatment | opactity at 6 min. . =+ . opacity at120 min Permeability (OD) in-vitro
nea = G ; P e o COTTe ) _...correc. score
1 C1 9 9 9.0 c1 | 13| 13 13.0 0.003 13.0
MEM 9 | c2 0 -4.5 p 14 | C2 | 0O -7.0 0.002 -7.0
-9 0 C3 -45 14 | 0 c3 -7.0 0.004 -6.9
“mean 0.0 0.3 0.003 -0.3
48D, 78 115 0.001 115
10 | compoundns. | | 115 | 123 | 123 | 1203 106 | 122 | 121 | 1163 | 1167 1555 | 1552 1399 |
11 r 3 ] 109 | 118 | 119 | 1153 102 | 117 | 117 | 1120 112.3 1.957 1.953 1416
12 | h 88 | 97 | 97 94.0 80 | 95 | 95 90.0 90.3 1.859 1.856 118.2
13 | concentration 96 | 105 | 105 102.0 88 | 102 | 102 97.3 97.7 1.581 1.578 1213
14 | 100°ﬂ 77 | 86 | 86 83.0 69 | 85 | 85 79.7 80.0 1.948 1.945 109.2
15 e 65 | 74 | 74 71.0 57 | 72 | 72 67.0 67.3 2.807 2.804 109.4
mean 97.6 93.7 94.1 1.951 1.948 123.3
+S.D. 18.9 18.9 18.9 0.455 | 0.455 14.4
" cor- | treatment CALIBRATION
_nea_ o | Fifter Holder | Opacity
1 - paper
2 MEM . . 0
3 1 B8 75
mean A 71
+5.D. 2 B 152
A
10 | compound no. 3 B 223
n |l 3 ] A
12 '
13 | -concentration
14 | 100% l )
15
=
45D




L

EEC VALIDATION OF THE BCO-P ASSAY

]

l

Data sheet

]

Bb. no.,;l

09

INa‘n:lé:" l Ph. Vanparys

}

o. lo+7 Signature: %
W
cor- | treatment .| [ T.opacityat280min Permeability (OD) ] [-irvitro
nea : correc. correc. score
1 ci| o 0.0 0.016 0.2
2 MEM 1 | 2 -0.5 0.023 -0.2
1 o | c3 -0.5 0.018 -0.2
-0.3 0.019 -0.1
0.3 0.004 0.3
10 Jcompctind no. o.l ol o 0.0 0.3 0.043 | 0024 07
11 | I 4 0 1 1 07 1.0 0.039 | 0.020 1.3
12 0 0 0 0.0 0.3 0.014 | -0.004 0.3
13 | concentration 0 0 0 0.0 0.3 0.015 | -0.004 0.3
1a || 20% | o | 1 1 07 1.0 0.043 | 0.024 1.4
15 | 1 1 2 13 1.7 0.019 | 0.000 17
mean 0.4 0.8 0029 | 0010 0.9
£5D. 05 0.5 0014 | 0.014 0.6
cor- | treatment __CALIBRATION
nea. |’ N ilter- Holder Opacity
1
2 MEM - 0
3 1 B 7
méan A -75
i.' SD 2 8 158
A -170
10 j;i:oio;!;[):bund no.| |pH:5.2 3 B 248
11 E 4 A -259
12 |
13 concentration’
1a || 20% | )
15 '
mean)

| _+SD.




| EEC VALIDATION OF THE BCO-P ASSAY

]

[ Data sheet [Lab.no.] 09 |
[Date: | 19 Maro2 | [Name: | Ph_vanparys ]
Experiment na. | 6
Compound of the sam [Sigature: ‘?/Z
cor- | treatment : opactity at 10 min opacity at 120 min . ity (OD): = | [invitro
..nea : correc. correc. | | score
1 C1 4 4.0 c1 | a 4 4.0 0.003 4.0
MEM 2 | c2 -1.0 2 lce| o -1.0 0.003 1.0
-2 0o | c3 1.0 2| 0o | c3 1.0 0.001 1.0
mean)| 07 0.7 0.002 07
#SD. 2.9 2.9 0.001 2.9
4 | compoundnb: 2 | 2 13 o | 2| 2 13 0.7 0004 | 0002 07
5 5 2 2 1.3 3 6 6 5.0 4.3 0.004 0.002 4.4
6 1 3 3 23 1 a a4 3.0 23 0.002 0.000 23 |
7 | concentration| | -1 1 1 0.3 -1 1 1 0.3 0.3 0009 | 0.007 02
8 || 100% ||| [ 1] 4 0.3 Al 0.3 0.3 0.005 .| 0.003 03
9 e tEEERE 2.0 o | 31 3 2.0 1.3 0004 | 0002 i
mean 1.3 2.0 1.3 0.005 0.002 1.4
£S.D. 0.8 1.8 1.8 0.002 0.002 1.8
cor- [ treatment | CALIBRATION
L paper
2 MEM ] .
1 B 75
mean A -68
+5.D. 2 B 158
) ; A -152
4 _compound_no.v 3 B8 254
5 5 A -235 |
6
7 conoentraﬁb‘ﬂ
8 || 100% | .
Z -
-..-‘:»m_ear;

P 3 SD




Date: | 19Mar92 |

I EEC VALIDATION OF THE BCO-P ASSAY

|

Data sheet

6|

Experiment no. I

+S.D]

ound of the same pairno.: | 5 | Signature: -
‘cor- | treatment opactity at 10 min " .. “opacity at 120 min Permeability (OD) .-
.nea e correc. correc.:
1 C1 4 4.0 C1 4 4 4.0 0.003
MEM 2 | ce -1.0 2 |l c2| o -1.0 0.003
’ -2 0o | c3 -1.0 -2 0 | c3 1.0 0.001
mean 0.7 0.7 0.002
+£SD; 2.9 2.9 0.001 2.9
10| compousd o: 47 | 50 | 49 48.7 43 | a6 | 46 45.0 443 0.077 0.075 455
11 | 6 51 | 54 | 54 53.0 46 | 49 | 49 48.0 47.3 0.048 0.046 48.0
12 2 s2 | 55 | 55 | 540 s0 | s2 | s2| 513 50.7 0135 | 0.133 527
13 | concentration | | 50 | 53 | 53 52.0 47 | 50 | 50 49.0 483 0.125 0.123 50.2
14 | 100%j 60 | 63 | 63 62.0 53 | 56 | 56 55.0 543 0.057 0.055 55.2
15 o 56 | 59 | 58 57.7 48 | 51 | 51 50.0 49.3 0.076 0.074 50.4
mean 54.6 49.7 49.1 0.086 0.084 50.3
45D 47 3.4 34 0036 | 0036 3.4
" cor- | treatment CALIBRATION
L nea. D e _-Eiller f “Holder Opacity
1 dagsa
2 MEM - 0
3 1 B 75
mean A 68
1._S.D: 2 B 158
A -152
10_| compoiind no. 3 B 254
11 6 A 235
e T
13 concentrahon
14| | 100% ;
e
mean,



[ EEC VALIDATION OF THE BCO-P ASSAY ]

[ Data sheet | lLab.no.| 09 |
Date: | 25Jun92 | [vame: | Ph. vanparys |
Experimentno. | 42
Compound of the same pair no. Jo+a ] S'Qﬂature W
cor- | treatment " ‘opacity at 240 min - F _ in=vitro
nea o AT A e Al . ... fCotrec. i ... COrTec. . score
1 C1 0 0 0.0 0.016 0.2
2 MEM e1 | Cc2| 0 0.5 0.023 0.2
3 -1 0 | C3 0.5 0.018 -0.2
Linean -0.3 0.019 -0.1
i so. 0.3 0.004 03
16 | compound fo. 0.} 0 0 0.0 0.3 0.014 | -0.005 0.3
v L7 | ol oo 0.0 0.3 0.006 | -0.012 0.1
8 | : 0 0 0 0.0 0.3 0.003 | -0.015 0.1
19 | ebncentration 0o | 1 1 0.7 1.0 0011 | -0.007 0.9
20 || 20% | | 0 0 1 03 0.7 0024 | 0.005 0.7
2 | 1 1 1 1.0 1.3 0.006 | -0.013 1.1
Timian 0.3 0.7 0011 | -0.008 0.5
| £S.D. 0.4 0.4 0.008 0.008 0.4
cor- | treatment - CALIBRATION
nea “ Filter ‘Holder "Opacity
1 paper
2 MEM - : 0
3 1 B 75
mea_n A -75
+SD. ' 2 B 158
A 170
16 ‘-:_dorribound_no. pH: not enough compound for a determination. 3 B 248
17 1 7 ] A -259
18 L
19 iecondé‘ﬁlration Compound no. 7 was washed away 4 times instead of 3 times.
20 || 20% | .
21 | i
mean|
+S.D




| EEC VALIDATION OF THE BCO-P ASSAY ]

l Data sheet |Lab.no.] 09 |
. 20 Mar.g2 lName L Ph. Vanparys 7
Experimentno. | 7 |
Compound of the same pairno. .~ | 9 | Signature: - ]
cor- | treatment opactity at 10 min opacityati20min = | |Permeability (OD) in-vitro
nea e 1 i Y Al correc. __correc, | | score
C1 0 -4 -2.0 Ci1 -2 -4 -3.0 0.004 -2.9
MEM 0 C2 -4 -2.0 v 1 C2 -2 -0.5 0.002 -0.5
1 3 C3 3.0 3 1 C3 2.0 0.003 2.0
-0.3 -0.5 0.003 -0.5
2.9 2.5 0.001 2.5
4 |compoundno.| | 3 | a4 | o 23 20 | 18| 16| 180 | 185 0.001 | -0.002 185
5 8 ' 3 3 2.0 16 14 12 14.0 14.5 0.005 0.002 14.5
6 ‘ 3 4 0 2.3 18 16 15 16.3 16.8 0.002 -0.001 16.8
7 |:concentration- 0 1 -2 -0.3 20 18 16 18.0 18.5 0.048 0.045 19.2
8 'r100% l 3 3 0 2.0 17 | 15 | 13 15.0 155 0.007 0.004 15.6
9 ' 1 1 0.7 17 | 1a | 13 14.7 15.2 0.003 | 0.000 15.2
mean 1.5 16.0 16.5 0.011 0.008 16.6
+S.D. 1.1 1.7 1.7 0.018 0.018 1.9
cor- | treatment: _CALIBRATION
..nea |- M " Filter -Holdes Opacity
1 paper R A
MEM - - 0
3 +» 3 very small air-bubbles 1 B 75
B A .75
+5D. : 2 B 158
A -152
4 . compound no. 3 B 254
5 ’7 8 j A -235
6
7 ~ concentration
s || 100% | )
9
mean
+ SD.




L EEC VALIDATION OF THE BCO-P ASSAY |

| Data sheet ]
[Date: | 20Mar92 |
|Experimentno. | 7 |
|compound of the same pair no. | 8 | Signature: . T
““opactity at 10 min "~ opacityat120min Permeability (OD) in-vitro
s Al N D o LA L1 eimis . Correc. score
C1 0 -4 -2.0 C1 -2 -4 -3.0 0.004 -2.9
MEM 0 C2 -4 -2.0 e 1 C2 -2 -0.5 0.002 -0.5
3 3 C3 3.0 3 1 C3 2.0 0.003 2.0
- =]
mean -0.3 -0.5 0.003 -0.5
_+SD. 2.9 2.5 0.001 2.5
10 | compoundno.| | 21 | 21 | 18 | 200 21 | 19 | 17 | 190 19.5 0216 | 0213 227
11 { 9 J 20 | 20 17 19.0 23 20 19 20.7 21.2 0.018 0.015 214
12 . 21 22 18 20.3 22 20 18 20.0 20.5 0.008 0.005 20.6
13 | ‘concentration 16 16 | 12 14.7 14 | 12 | 10 12.0 125 0114 0.111 142
14 L 100% ] 8 8 4 6.7 12 10 8 10.0 10.5 0.026 0.023 10.8
15 17 17 13 15.7 17 15 13 15.0 155 0.028 0.025 159
| mean 16.1 16.1 16.6 0.068 | 0.065 17.6
| isD. 5.2 45 4.5 0082 | 0.082 4.7
cor- | ftreatment:’ _ CALIBRATION
;nea. < Filter |~ Holder Opacity
1 paper
MEM c . , o
3 +————————1»3 very small air-bubbles : 1 B 75
f'_"';éaﬂ A 75
+SD. 2 8 158
A 152 |
10 compound no. 3 B 254
11 L 9 ? A 235 |
12
13 concentration
14 | 100% small area which i1s not opace -
15
-mean
+S5.D;




L EEC VALIDATION OF THE BCO-P ASSAY |

[ Data sheet

553162 _ 26 Jun 92 l lﬁme; 1 Ph. Vanparxs w
fE;xperiment no. [ 43 —:L

Compound of the same pairno. -~ [12+ 13 J Signature: %;
“cor- | treatment . opacity.at-240'min T Permeability (OD) -
._nhea G I el B correc. B _.correc.
1 C1 0 0 0.0 0.012
2 MEM e 0 C2 0 0.0 0.010 0.2
3 ' 0o | o | cs3 0.0 0.022 03
dean 0.0 0.015 0.2
_ +5D] 0.0 0.006 0.1
4 | compound no. 9. | 9 8 8.7 8.7 0.027 0.012 8.9
5 10 10 10 9 9.7 9.7 0.019 0.004 9.7
6 10 10 10 10.0 10.0 0.030 0.015 10.2
7 | concentration 13 13 | 13 13.0 13.0 0.026 0.011 13.2
8 | Lzu%—l 6 6 6 6.0 6.0 0.037 0.022 6.3
9 | 11 11| n 11.0 11.0 0.020 0.006 11.1
mean| 9.7 9.7 0.026 0.012 9.9
£SD. ‘ 2.3 23 0.007 | 0.007 23
cor- | treatment C}A_vL‘IBRATION _
nea hBT W Filter ~ older .17 Opacity
) 1 7 paper v
2 MEM ; - - 0
" R 6 75
m;zan A -75
£S.D. . 2 B 159
A 170
4 compoundna pH: not enough compound for a pH determination. 3 B 250
5 l 10 ] A -262
-
7 concentration
8 || 20% | )
9 |
mean:
+S.D]




| EEC VALIDATION OF THE BCO-P ASSAY |

l Data sheet J

23 Mar 92
menino. |

lNamc: T Ph. Vanparys 4]

8|

Compound of the same pairno. | 16 | Signature: - /\3/9//,
cor- | treatment | | Topaclityati0min " Topacityat120 min ' Permeability (OD) in-vitro
nea f o .correc, | | _..correc. score
1 c1 | -1 0 -0.5 ci| 3| 2 25 -0.003 25
MEM o | c2| o 0.0 2 {c2 | o 1.0 -0.005 0.9
: o | -1 | c3 0.5 1 1 | c3 0.0 -0.002 0.0
A oesin 0.3 05 10.003 06
+SD. 0.3 1.8 0.002 1.8
4 |compoundno. | | 6 | 6 | 6 6.0 14 ] 10| 11| 117 12.2 0337 | 0340 17.3
5 11 5 4 5 47 15 | 12 | 13 13.3 13.8 0529 | 0532 218
6 R R 3.7 14 | 11| | 120 125 0380 | 0.383 18.3
7 . | concentration 5 4 5 47 14 | 11 | 12 12.3 12.8 0.783 0.786 24.6
8 100% | 4 3 4 3.7 11 8 9 93 9.8 1.213 1.216 281
9 | 5 4 5 4.7 15 | 12 | 13| 133 13.8 0209 | 0212 17.0
- rhean 46 12.0 12.5 0575 | 0579 21.2
| ssD. 09 15 1.5 0369 | 0369 | | 45
ST ] - _ CALIBRATION
nea ~: Filler Holder Opacity
1 ‘paper
MEM . 0
1 B 75
A -75
2 B 158
- A 168
4 | compoundio. 3 B 253
5 | 11 } A 260
6 _ o rinsed 4 times instead off 3 times
7 }feqh@émraﬁohﬁ
s || 100% | .
9 ’ L ]
B mea_n
“isb.




[ EEC VALIDATION OF THE BCO-P ASSAY ]

] Data sheet [Lab.no.| 09 ]
: | 264un92 [Name: | Ph. vanparys |
Experiment no. J 43 ] :
Compound of the samé pairno. - [10 + 13 M |
‘cor- | ftreatment - opacity;at 240'min . Permeability (ODY | [in-vitro
nea ; L R “correc. L correc, score
1 C1 0 0 0.0 0.012 0.2
MEM e 0 C2 0 0.0 0.010 0.2
0 0 C3 0.0 0.022 0.3
. mean 0.0 0.015 0.2
isp. 0.0 0.007 0.1
10 | compound no. ol o] o 0.0 0.0 0.010 | -0.005 0.1
n || 12 ol ol o 0.0 0.0 0.011 | -0.004 0.1
12 0 0 0 0.0 0.0 0.008 -0.006 -0.1
13 | concentration 0 0 0 0.0 0.0 0.016 0.001 0.0
1a || 20% | o | o] o 0.0 0.0 0.010 | -0.005 0.1
15 | -1 -1 -1 -1.0 -1.0 0.011 -0.004 -1.1
: mean -0.2 -0.2 0.011 -0.004 -0.2
+S5.0. 0.4 0.4 0.002 0.002 0.4
< cor- | treafment: » ___ CALIBRATION
“nea e “Filter ] Holdér | - Opacity
1 paper ’
2 MEM - : Y
3 1 B 75
. mean A 75
+SD) ‘ 2 B 159
A 170
10 compound no. | |pH: 6.84 ) 3 B 250
11 { 12 J A -262
12 ‘
13 conceniration Compound No.12 was washed away 4 times instead of 3 times.
14 [ 20% | -
15
| ssp.




| EEC VALIDATION OF THE BCO-P ASSAY |

| Data sheet ] |Lab. no. | 09 ]

Date: ﬁﬁ Jun »92 l |Nérr')‘é:’ 3 I Ph. Vanparys ]

Experimentno. - | 43 |

Compound of the same pairns. . [10 + 12 ] Signature: 4%%/’:,
‘ cor- | treatment -opacity.at 240 min. Perimeability (OD).. | [in-vitro
: nea R e (o scorrec. correc. 'score’
1 C1 0 0 0.0 0.012 0.2
MEM e 0 C2 0 0.0 0.010 0.2
0 0 C3 0.0 0.022 0.3
“édn 0.0 0.015 0.2
£'SD 0.0 0.006 0.1
16 | Eimidn. 7.1 7 | s 6.7 6.7 0.030 | 0015 6.9
17 13 1 1 1 1.0 1.0 0.041 0.026 1.4
18 1 1 1 1.0 | 1.0 0.041 0.027 1.4
19 | concentration 5 5 5 5.0 5.0 0.034 0.020 5.3
20 l 20% l 2 2 1 1.7 1.7 0.070 0.055 2.5
21 3 3 3 3.0 3.0 0.043 0.029 3.4
mean 3.1 3.1 0.043 0.029 3.5
+ 5.0, 2.3 2.3 0.014 0.014 2.2
“eor- [Tt CALIBRATION 0
nea: “Eilter | " Holder Opacity
1 paper :
2 MEM - 0 !
3 1 B 75 j
mean A 75
+S.D. . 2 B 159
A 2170
16 compound no. { (pH: 8.24 3 B 250
17 | Ij1 3 l A 262
18
19 concentration
20 || 20% | .
21
mean
L 2.5.0,




[ EEC VALIDATION OF THE BCO-P ASSAY ]

L

Data sheet

[Lab. no. |

|Name:

l Ph. Vanparys

1 15 ] Signature: %
cor- | freatment opacity at 240 min In-vitro
...0ea correc. score
1 Ci1 0 2 1.0 0.016 1.2
2 MEM 0 C2 1 0.5 0.014 0.7
3 -3 -2 C3 -2.5 0.015 -2.3
mean 0.3 0.015 0.1
1.9 0.001 1.9
4 | compound no. . 1 0.0 0.3 0.106 | 0092 1.7
5 14 I 0 0 2 0.7 1.0 0.042 0.028 1.4
6 o 1 1 4 2.0 23 0.122 0.108 3.9
7 concentration 0 1 3 1.3 1.7 0.143 0.128 3.6
8 [ 20%] 1 1 3 1.7 2.0 0.164 0.150 4.2
9 ' 1 2 4 2.3 2.7 0.129 0.115 4.4
1.3 1.7 0.118 0.103 3.2
0.9 09 0.042 0.042 1.3
“cor- | treatment __CALIBRATION
nea T Filter Holder | :Opacity
1 paper R
2 MEM - 0
3 1 B 75
rnean A -75
+SD] 2 B 158
A -168
4 | compoundno. 3 B 248
5 14 J A -257
6 o Compound 14 was warmed up 1o 32°C and stirred on a magnetic stirrer
7 conoeﬁir{aﬁon
s || 20% | -
9 oo
s



[ EEC VALIDATION OF THE BCO-P ASSAY

r Data sheet
lDate: | 27 Aproz | Name: | Ph. Vanparys ]
|[Experimentno. | 22 |
I 14 ] Signature: :
~ cor- [ treatment " opacityat240min | [Permeabiiity (OD) | in-vitro
;. nea A 0 correc. correc. .SCore
1 C1 0 2 1.0 0.016 1.2
2 MEM 0 C2 1 0.5 0.014 0.7
3 -3 -2 C3 2.5 0.015 -2.3
» mean -0.3 0.015 -0.1
1.9 0.001 1.9
10 | compound no. -1 0 1 0.0 0.3 0.011 -0.004 0.3
11 [ 15 ] 2 | A 0 1.0 -0.7 0.018 | 0.003 -0.6
12 ’ 1| o 1 00 0.3 0.003 | -0.012 0.2
13 -2 -1 0 -1.0 -0.7 0.010 -0.005 -0.7
14 -1 0 1 0.0 0.3 0.008 -0.006 0.2
15 |u s -2 -1 0 -1.0 -0.7 0.006 -0.008 -0.8
- mean ' 05 0.2 0.009 | -0.005 0.2
[ +SD. 0.5 0.5 0.005 0.005 0.5
S CALIBRATION
nea.. Filter.; | Holdar Opacity.
1 pap‘:er.f'
2 MEM 0
3 1 B 75
mean A -75
£SD. ' 2 B 158
A 168
10 3 B 248
" A 257
12 Compound 15 was warmed up to 32°C and stirred on a magnetic stirrer.
13
14 -
15
nien
+S.D.




| EEC VALIDATION OF THE BCO-P ASSAY ]

L Data sheet J

Date: I 23 Mar 92 | ['Name: J Ph. Vanparys J

[Experiment no.

: J il ] S‘gnature %
cor- | treatment opactity at 10'min | | “opacityat120min 0 Permeability (OD) in-vitro
nea.. (R SR L e e Cicorrec. | b correc. | | score

c1 | -1 0 -0.5 c1| 3| -2 25 -0.003 -2.5

2 MEM 0 | ce| o 0.0 2 | c2] o 1.0 -0.005 0.9
-1 | c3 -0.5 1 -1 | c3 0.0 -0.002 0.0

mean -0.3 -05 -0.003 -0.6

_ +SD. 0.3 1.8 0.002 1.8
10 | compoundno.| | 1 | 0 | 0 0.3 s [ 1] 2 27 3.2 0.003 | 0.006 3.3
11 l 16 0 0 0 0.0 1 -1 0 0.0 0.5 0.017 0.020 0.8
12 3 {213 27 5 | 2 | 3 33 3.8 0.032 | 0.035 a4
13 | ‘concentration’| | 0 0 0 0.0 4 0 1 1.7 2.2 0.005 | 0.008 2.3
14 'F100% W 2 1 1 1.3 4 1 2 2.3 2.8 0.003 0.006 2.9
15 | 0 1 0 0.3 0 3 | -2 1.7 12 0.009 0.012 -1.0
mean 0.7 1.4 1.9 0.012 0.015 2.1
£SD. 1.1 1.9 1.9 0.011 0.011 1.9

- cor-: [~ treatment. ) CALIBRATION
.nea - Filter ‘Holder |- ‘Opacity

) paper L
MEM - : 0
1 B 75
mean A -75
iSD ‘ 2 8 158
A -168

10 compound no. . 3 B 253
11 r 16 ] A -260
12
13 concentration
14 || 100% ] -
15

:'h;ean

_«SD.




| EEC VALIDATION OF THE BCO-P ASSAY B

L Data sheet I;Lab.”nq.T 09 J
QQQ.I!};.,,,,.A{ 26 Mar 97] ‘&éme: _|_Ph. Vanparys j
Experimentno. | 9 |
ERIETE Signature: - /79/’/’/
| cor- |' treatment " opactity at 10 min opacity at 120 min... Permeability (OD) | [in-vitro
.nea CARE A oA e | | .. ciiCorrec. correc. score
1 C1 0 0 0.0 C1 -1 0 -0.5 0.000 -0.5
MEM 0 C2 1 0.5 P C2 2 1.5 0.005 1.6
-1 C3 -0.5 0 -2 C3 -1.0 0.038 -0.4
mean) 0.0 0.0 0.014 0.2
. £SD: 0.5 1.3 0.021 12
4 31 31 32 31.3 35 34 36 35.0 35.0 0.394 0.380 40.7
5 : 32 31 32 31.7 34 32 34 33.3 33.3 0.520 0.506 409
6 : ‘ 27 26 28 27.0 31 30 32 31.0 31.0 0.305 0.291 35.4
7 ‘.c:éncemralion .3 32 31 32 31.7 32 30 33 31.7 31.7 0.761 0.747 429
8 ,'r1 OO%T 1139 | 38 | 40 39.0 40 | 38 | a1 39.7 397 0.735 0.721 50.5
9 33 32 34 33.0 35 33 36 34.7 34.7 0.340 0.326 39.6
mean 32.3 34.2 34.2 0.509 0.495 41.6
+S.D. 3.9 3.1 3.1 0.199 0.199 5.0
cor- | treatment:- . _ CALIBRATION
nea — Filter Holder | Opacity
1 _paper .
MEM - - 0
1 B 75
e A 75
+SD. ‘ 2 B 158
A -166
4 ‘c.>.o‘mp<.)‘und no. 3 B 244
5 |;1 7 J A -254
A ;
7 concentration
s || 100% | -
9
. mean
- 4SD]




L EEC VALIDATION OF THE BCO-P ASSAY

L Data sheet
Date: I 07 May 927 Name: | Ph. Vanparys ]
Experimentno, | 25
Compound of the sa . ] Signature: ;Z @ -
cor- | ftreatment " opacity at 240 min Permeabiilly (0D) | [in-vitro
_Nea : correc, | correc. | | score
1 ci| o 0 0.0 0.021 0.3
2 MEM t o lce| o 0.0 0.012 0.2
3 ) 0 C3 0.0 0.010 0.1
‘mean| 0.0 0.014 0.2
+ 5D 0.0 0.006 0.1
4 [NaRER 2a | 24 | 24 | 240 24.0 0.004 | -0.011 238
s || 18 21 | 21 | 21 21.0 21.0 0.000 | -0.014 20.8
6 A3 15 1 16 | 15 15.3 15.3 0.003 | -0.011 15.2
7 | concentration’| 12 |12 1| nz 1.7 0.011 | -0.003 116
8 20% | 22 | 22 | 22 22.0 22.0 0.002 | -0.012 218
9 | LA 22 | 22 | 22| 220 22.0 0.006 | -0.008 21.9
ieen 19.3 19.3 0.004 | -0.010 19.2
£SD. 48 4.8 0.004 | 0.004 4.7
- cor-"| " treatment ’ ' CALIBRATION
ANoa ' " Fllter Holder | Opacity
; .5 ;e
2 MEM ] . 0
3 - 1 B 75
mean A 75
8D, 2 B 159
e - A 170
4 compound no. 3 B 250
5 L 18j3 A -260
6 | |Compound 18 was warmed up to 32 °C and stirred on a magnetic stirrer.
7 oonpgmgaﬁon;
s || 20% | .
9 |
mean
28D,




EEC VALIDATION OF THE BCO-P ASSAY

|

Data sheet

]

le- no.fl

09

IName : ] Ph. Vanparys

I

£SD.

7] Signature:
cor- | treatment ~ opaclity at 10 min ". opacity at 120 min e in-vitro:
nea Xa etk : correc. .- score |
1 C1 0 0 0.0 C1 -1 -0.5 0.000 -0.5
2 MEM c2 1 0.5 b1 c2 1.5 0.005 16
3 -1 C3 -0.5 0 2 | c3 -1.0 0.038 0.4
W 0.0 0.0 0.014 0.2
0.5 1.3 0.021 1.2
10 | compound no. 18 | 17 | 19 18.0 24 | 23 | 25 24.0 24.0 1.900 1.886 52.3
11 19 17 | 16 | 18 17.0 23 | 21 | 24 22.7 227 2.288 2.274 56.8
12 o 15 | 14 | 15 14.7 20 | 18 | 21 19.7 19.7 1.829 1.815 46.9
13 | concentration 13 | 13| 14 13.3 20 | 18| 20 19.3 19.3 1.785 1.771 459
14 || 100% 16 15 16 15.7 21 20 22 21.0 21.0 1.944 1.930 499
15 | o 13 | 12 | 13 127 17 | 16 | 18] 170 17.0 2157 | 2143 491
mean 15.2 20.6 20.6 1.984 1.970 50.2
+S.D. 2.1 25 25 0.197 0.197 40
CALIBRATION
“-Filter "1  Holder Opacity
1 ,péper : ]
2 MEM - 0
1_3‘ ‘ 1 B 75
“ mean A -75
ié.D. 2 B 158
A 166
10 | compound no 3 B 244
11 li 19 ] A 254
12
13 concentration
1a || 100% | -
15
.jmean




L

EEC VALIDATION OF THE BCO-P ASSAY

i

Data sheet

|Lab. no. |

09 |

{Date: | 07 May 92 | [Name: | ph. Vanparys ]
[Experiment no.
Compound of the same px Signature: %L
cor- | treatment opacity at 240 min ility (0D) | [in-vitro
.ned corIrec. correc. scaore:
1 C1 0 0.0 0.021 0.3
2 MEM * 0 c2 0.0 0.012 0.2
3 0 0 | c3 0.0 0.010 0.1
mean 0.0 0.014 0.2
+SD; 0.0 0.006 0.1
10| compound no, a3 | s || a7 | a7 2110 | 2096 73.1
1 |1 20 | 33 | 33 | 32 32.7 327 1.430 1.416 53.9
12 28 | 28 | 27 27.7 27.7 1.427 1.412 48.9
13| concentration 52 | 53 | 51 | 520 | 520 1.400 | 1.386 72.8
14 20% l 37 37 36 36.7 36.7 1.694 1.680 61.9
15 : 51 | 52 | 51 51.3 51.3 1.612 1.597 75.3
_me 40.3 40.3 1.612 1.598 64.3
9.9 9.9 0.271 0.271 11.2
cor- | treatment,_ CALIBRATION
nea : Filter Holder | . Opacity.
1 bakar o o
2 MEM - 0
1 B 75
e A .75
+S.D. 2 B 159
A -170
10 compound no. 3 B 250
11 | [ 20 ] A -260
12 : Compound 20 was warmed up to 32 “C en stirred on a magnetic stirrer.
13 ‘ conoemrétion
s || 20% | )
15 | :
mean
|_+sD,




Date: | 18Jun92 |

L

EEC VALIDATION OF THE BCO-P ASSAY

]

w0 |

[

Data sheet

]

Experiment no.

Lab. no.

09

[Name: | Ph. Vanparys

l

mean

_¥8D]

"bu,nd_,g!_ihe,_séﬁie pair no. .11 4 +22 Signature: ]
" cof- "ﬁéa(men't'__” “opacity at 240 min Permeability (OD) in-vitro
_nea - correc, correc. .score
1 C1 0 0.0 0.025 0.4
MEM . -1 C2 -0.5 0.019 -0.2
' o | o | cs 0.0 0.018 0.3
mean -0.2 0.020 0.1
+S.D. 0.3 0.004 0.3
10 | compound no. 10 | 12 ] 12 113 115 0.176 | 0.156 13.8
11 l 21 T 10 12 12 11.3 1.5 0.113 0.093 12.9
12 9 | 10] 10] 97 9.8 0131 | 0.110 115
13 concentration 10 12 11 11.0 11.2 0.134 0.114 12.9
14 ]__ 20% J 9 10 10 9.7 9.8 0.165 0.145 12.0
15 12 13 12 12.3 12.5 0.258 0.237 16.1
mcan 10.9 1.1 0.163 0.143 13.2
+S.D. 1.0 1.0 0.052 0.052 1.6
cor- | ‘treatment : CALIBRATION
hea- N B Filter Holder Opacity
1 paper 7
2 MEM - 0
3 1 B 75
Imean A -75
+SD. 2 B 158
A -170
10 'oompcn;nd no.‘ pH: 7.41 3 B 249
11 { 21 A -260
12 S
13 concentration Compound No. 21 was washed away 4 times instead of 3 times.
14 || 20% |
15




l EEC VALIDATION OF THE BCO-P ASSAY ]

I Data sheet
pate: | 18Jun92 |
éxperiment no. 40 ] ’ ]
cor- | ftreatment " opacity at 240 min tr
nealfior i BT T e correc. score
1 ct | o 0 0.0 0.4
2 MEM 4 lc2| o -0.5 -0.2
3 0 0o | c3 0.0 0.3
e ’ -0.2 0.1
. £5D] 03 0.3
16 _ | compound no. 8 10| 9 9.0 9.2 0.113 0.093 10.6
17 ] 22 J 10 | 11 | 1 10.7 10.8 0.076 | 0.056 1.7
18 0 12| 12| 12| 120 122 0.086 | 0.065 13.1
19 | concentration 10 | 11| 11 10.7 10.8 0.059 | 0.039 11.4
20 || 20% | 12 | 13| 13| 127 12.8 0104 | 0083 14.1
21 3 9 9 10 9.3 95 0.546 0.526 17.4
' mean 10.7 10.9 0.164 | 0.144 13.0
£50. 1.4 1.4 0188 | 0.188 2.5
o= ___CALIBRATION
nea - Filter * | Holder Opacity
paper
MEM . . 0
1 B 75
'n"nean . A 75
_ :SD. 2 B 158
A 170
16 | compoundno.| |pH:7.88 3 B 249
17 { 22 A 260
18
19 concentraibion
20 || 20% | -
21
: “mean
_ss0,




[ EEC VALIDATION OF THE BCO-P ASSAY

[ Datasheet | lLab.no.| 09 |
Date: | 08May92 | 4 Ph. Vanparys ]
Experiment no.

? -;]22 +26 1 Signature: M
cor- | treatmem | 7 opacity at 240 min Permeabiiity ( Lvitr
nea = correc. .. _ correc. score

1 C1 0 0 0.0 0.017 0.3
MEM c2 0.0 0.031 0.5
. 0 C3 0.0 0.012 0.2
mean 0.0 0.020 0.3
. +SD, 0.0 0.010 0.1
10 | campbundrne | 87 | 89 | 90 | 887 887 0192 | 0171 912
11 { 23 1 85 87 88 86.7 86.7 0.201 0.181 89.4
12 76 78 80 78.0 78.0 0.163 0.143 80.1
13 | concentration’ 77 | 79 | 80 | 787 78.7 0230 | 0210 81.8
s || 20% | 85 | 87 | 92 | 880 88.0 0.120 | 0.100 895
15 o 89 | 91 | o4 91.3 91.3 0138 | 0118 93.1
"~ mean 85.2 85.2 0174 | 0154 875
£SD. 56 | 56 0.041 | 0.041 53
‘cor- CALIBRATION
nea :Filler | 'Holder Opacity
1 ~.paper
2 MEM Fluorescein leakage into the walerbath - 0
3 1 B 75
meaﬁ O.D. versus C1 A -75
£S.D. measured 8 min. after 2 B 159
first measurement A -171
10 compound no. 106 3 B 251
11 [ 23 101 A 260
12 Compound No. 23 was warmed up to 32°C g2
13 concentration and stirred on a magnetic stirrer. 91
14 { 2_0% J 107 o
15| 104
mean

+S.D.




L

EEC VALIDATION OF THE BCO-P ASSAY

B Data sheet |tab.no.] 09 |
[Name: | pn. Vanparys |
he same pairno. | 25 | Signature: | __
cor- | treatment | opactity at 70'min. . opacity at 120 min o Permeability (OD) in-vitro
hea s i COrTec. £ - ricorrec. _Score
1 C1 1 2 1.5 C1 1 1 1.0 0.005 1.1
MEM -1 C2 1 0.0 > -2 C2 0 -1.0 0.001 -1.0
-2 0 C3 -1.0 -2 0 C3 -1.0 0.004 -0.9
mean 0.2 -0.3 0.003 -0.3
+SD 1.3 1.2 0.002 1.2
4 c0mpound no.: 49 51 52 50.7 47 49 49 48.3 48.7 0.882 0.879 61.8
5 . 24 » l 40 42 43 41.7 38 40 40 39.3 39.7 0.688 0.685 49.9
6 o 52 53 55 53.3 51 53 53 52.3 52.7 0.754 0.751 63.9
7 |concentration| | 36 | 38 | 39 37.7 36 | 38 | 38 37.3 377 0.735 0.732 48.6
8 || 100% | 56 | 58 | 59 57.7 51 | 53 | 53 | 523 527 1047 | 1.044 68.3
‘9 : 37 39 40 38.7 37 40 39 - 38.7 39.0 0.716 0.713 497
‘mean 46.6 44.7 45.1 0.804 | 0800 57.1
il"'x.l).‘f 8.4 71 7.1 0.137 0137 8.6
CALIBRATION
NEe; Filter Holder - Opacity
1 paper i
MEM 0
I e | s
mean A -75
+SD. 2 B 159
: A -166
4 compound no. 3 B 249
5 24 L A -255
6
7 concentration
8 100% | )
» 9
megn
45D,




EEC VALIDATION OF THE BCO-P ASSAY ]

[ Data sheet
27 Mar 92
: 10
the samepairno. | 24 | Signature: -
cor- | treatment opactity at 10 min T opacity atizomin | [Permeabiliy (0D) | [in-vitro
..NEA aned) by “sim. Jn g d veds Al ; y .. -Correc, correc. score
1 C1 1 2 1.5 C1 1 1 1.0 0.005 1.1
MEM -1 c2 1 0.0 «2 lc2| o -1.0 0.001 -1.0
-2 0 C3 -1.0 -2 0 C3 -1.0 0.004 -0.9
~ mean 0.2 0.3 0.003 03
+$D. 13 12 0.002 12
10 | compound no. | 10 11 12 11.0 5 7 7 6.3 6.7 0.221 0.218 9.9
11 [ 25 —| 5 7 7 6.3 4 6 5 5.0 53 0.162 0.159 7.
12 : 10 | 12 ] 12 11.3 7 9 9 8.3 8.7 0.199 0.196 116
13 | concentration | | 4 5 6 5.0 2 5 | a 3.7 4.0 0294 | 0.291 8.4
14 | 100% | 8 10 | 11 9.7 4 6 6 53 5.7 0.233 0.230 21
15 8 9 10 9.0 6 8 8 7.3 7.7 0.137 0134 | | 97
8.7 6.0 6.3 0208 | 0202 | 94
26 1.7 1.7 0056 | 0056 | | 1.4
CALIBRATION
-nea.| .. . Fiiter Holder Opacity
1 " .paper ’
2 MEM - 0
3 1 B 75
‘mean A .75
iSD. 2 B 159
A -166
10 f;:ompohnd no. 3 B 249
11 25 A 255
e i
13 | concentration
14 I 100% | e
15 |0
mean
£SD.




| EEC VALIDATION OF THE BCO-P ASSAY i

L Data sheet J

l;dame l Ph. Vanparys ]

the same pair no. {22 +23 | Signature: ~ ——
cor- | treatment | " opacity at 240 min "] [Permeability (OD) | [in-vitro
| nea. e COrTeC, &l ...correc. scare
1 C1 0 0 0.0 0.017 0.3
2 MEM > 0 Cc2 0 0.0 . 0.031 0.5
0 0 C3 0.0 0.012 0.2
mean 0.0 0.020 0.3
+50; 0.0 0.010 0.1
16 | 'compound ho- 1 1 1 1.0 1.0 0.040 | 0.020 1.3
17 [—25 J : 0 0 0 0.0 0.0 0.035 0.015 0.2
18 | o o | o] o 0.0 0.0 0.044 | 0023 0.4
19 | concentration 1 1 1 1.0 1.0 0.032 0.012 1.2
20 [ 20% ] 0 0 0 0.0 0.0 0.035 0.015 0.2
21 | 1 1 1 1.0 1.0 0.035 0.014 1.2
7 mean 0.5 0.5 0.037 0.016 0.7
+5.D; 0.5 0.5 0.004 0.004 0.5
" cor- | treatment - . CALIBRATION
..nea | . . = Filter Holder | Opacity
1 paper
MEM Fluorescein leakage into the waterbath - . 0
1 B 75
mean ) A -75
+S.D. 2 B 159
A 171
16 ..éompound no.| |[Compound No. 26 was warmed up to 32°C and stirred on a magnetic stirrer. 3 B 251
17 r 26 /] A 260
18 . Anterior chambers were opened for treatment and washing
19 concentration
20 l _20% 1 Glass of the anterior chamber No. 17 was found to be cracked N
21 | at the end of the fluorescein incubation period.
£SD.




r EEC VALIDATION OF THE BCO-P ASSAY J

[ Data sheet J

E?ale: | 11 May 9?] E;ine | pn Vanparys j

Experimentno. | 27 |

ipound of the same pair no. - 128 + 31 1 Signature: J
cor- | treatment | i opacity at 240min =~~~ Permeabiiity (OD) | [in-vitro
nea fa - . correc. ey Sk RGN BU, score
1 C1 0 0 0.0 0.013 0.2
2 MEM 0 Cc2 0 0.0 0.020 0.3
3 0 0 C3 0.0 0.010 0.2
| mean 0.0 0.014 0.2
- +5D. 0.0 0.005 0.1
4 | compoundno| 8 8 8 8.0 8.0 0023 | 0.008 8.1
5 l 27 ] 4 4 4 4.0 4.0 0.183 0.169 6.5
6 | 6 | 6 | 7 6.3 6.3 0.077_| 0.063 73
7| concentration a | a | a 40 4.0 0.028 | 0.014 4.2
8 20°/o—‘ ; 4 5 5 4.7 4.7 0.103 0.089 6.0
9 L 4 | 4| a 4.0 4.0 0.067 | 0.053 4.8
mean 5.2 5.2 0.080 0.066 6.2
+50. 1.7 1.7 0.059 0.059 1.5
TCor- | treatment . CALIBRATION
' nea | VS Filter Holder Opacity
1 paper e
MEM - - 0
3 _ Glass of the anterior chamber No. 3 was found to be cracked 1 B 75
mean at the end of the lluorescein incubation period. A -75
«sD. . 2 B 159
A 2171
4 | compound no. 3 B 249
5 27 { |Fluorescein leakage trom chamber No. 5. A -260
6 ! Compound No. 27 was warmed up to 32°C and stirred on a magnetic stirrer.
7 | concentration
8 l 20% -
9 . .
mietin
+S.D.




| EEC VALIDATION OF THE BCO-P ASSAY |

| Data sheet lLab.no.] 09 ]

Name: | Ph.Vanparys j

Experimentno. | 27 |

'Compound of the same pair no. |27 +31 ] Sivgn:a’t'ﬁré'_fv.' ,%Q/,,/ )
cor- | freatment opacity at240min .07 i) [Permeability (OD) in-vitro.
nea ' e, : correc. | | _correc, score |
1 C1 0 0 0.0 0.013 0.2
2 .MEM t 0 c2 0 0.0 0.020 0.3
3 0 0 C3 0.0 0.010 0.2
mean 0.0 0.014 0.2
+5.D. 0.0 0.005 0.1
10  |.compound no. 0 0 0 0.0 0.0 0.016 0.002 0.0
1 |l 28 | 0 0 0 0.0 0.0 0017 | 0.002 0.0
i . 0 0o | o 0.0 00 0.012 | -0.002 0.0
0 0 0 0.0 0.0 0.012 -0.003 0.0
» 1 1 1 1.0 1.0 0.015 0.001 1.0
15 [N 0 o | o 0.0 00 0.010 | -0.004 01
.'__mean 0.2 0.2 0.014 -0.001 0.2
8D, 0.4 0.4 0.003 0.003 0.4
TCor- | treatment | - '  CALIBRATION
.nea. - Filter Holder | Opagity
1 L. paper |
2 MEM ] . 0
3 Giass of the anterior chamber No. 3 was found to be cracked 1 B 75
mean at the end of the fluorescein incubation period. A -75
+S.D. . 2 B 159
A 171

10 oompoundno 3 B 249
11 [ 28 Compound No. 28 was warmed up 10 32°C and stirred on a magnetc stirrer A -260
12 :
13 concentration Fluorescein leakage from chamber No.13.
14 | 20% ] Compound No. 28 was washed away 6 times instead of 3 times -
15 :
mean|

|..250,




[ EEC VALIDATION OF THE BCO-P ASSAY ]

li Data sheet J

[Date: | 30 Mar92—| [Name: [ Ph vanparys |
{Experimentno. | 11 ]

{Compound of the same pairno. . -] 30 |
cor- | treatment | [ Topactityati0min-- = .| [ opacity at-120 min_ | |Permeability (OD) in-vitro
.nea . ‘1 S L correc: . . 22 COrrec.” ‘score.
1 ci| 2| -3 2.5 ci1| 2| -a| -30 0.003 -3.0
2 MEM 2 C2 0 1.0 . 1 c2 -2 -0.5 0.002 -05
3 3 0 C3 1.5 3 1 C3 2.0 0.003 2.0
& wean 0.0 05 0.003 05
45D 2.2 25 0.001 25
4 compound nb,' 26 24 23 243 20 19 17 18.7 19.2 2.585 2.582 579
5 [ 29 l 28 25 24 25.7 34 32 30 32.0 325 1949 1.946 61.7
6 | 24 | 22 | 21| 223 29 | 28 | 26 | 277 28.2 2268 | 2.265 62.1
7 | concentration- 23 21 20 21.3 32 31 29 30.7 31.2 2688 2.685 71.4
8 100%1 22 20 19 20.3 32 30 28 30.0 30.5 2094 2.091 61.9
9 22 20 19 20.3 26 24 23 24.3 24.8 1.703 1.700 50.3
mean 22.4 27.2 27.7 2.215 2.212 60.9
L 4SD. 2.2 5.0 5.0 0377 | 0377 6.9
©cor- | “treatment ' - CALIBRATION
_nhea | . Filter- |- Opacity
1 paper:
2 MEM . . 0
3 1 B 75
__mean A .75
+5.0. 2 B 157
A 166
4 | compound no. 3 B 247
5 1 729 A 256
6 the anterior compartment was nnsed 5-times instead of 3-times
7 | concsntration
5| [ 100% ] )
. -
rican
- 15D




| EEC VALIDATION OF THE BCO-P ASSAY ]

[ Data sheet Lab.no.] 09
[Name: ] Ph. Vanparys

Signature: — ]
treatment min. " opacityat 120 min . .0 Permeability (OD) in-vitro
o| Howke oo ol SRR .. ., .correc. ___correc, | | score
1 ci1| 2| 3 2.5 ci1| 2| 4| 30 0.003 30
2 MEM 2l ca| o 1.0 b1 | c2 | -2 0.5 0.002 05
3 3 0 | c3 15 3 1 | c3 2.0 0.003 2.0
~mean 0.0 -0.5 0.003 0.5
+SD. 2.2 25 0.001 25
10 | compoundno.| | 13 | 11 | 10 1.3 13| 11| 9 11.0 115 || 0507 | 0504 19.1
11 | 30 l 13 11 10 11.3 16 14 12 14.0 14.5 0.398 0.395 20.4
12 11 1] 9| 8 9.3 10| 8| 6 8.0 8.5 0.362 | 0.359 13.9
13| concentration| | 11 | 9 8 9.3 9 7 | s 7.0 75 0943 | 0.940 216
1a || 100% [{ | 13 ] 0] 10| 110 15 | 13 | 11 | 130 135 0338 | 0.335 185
15 S 3 0] o 11.0 13 | 11 ] 9 11.0 115 0743 | 0.740 226
mean 10.6 10.7 1.2 0549 | 0.546 19.4
£S.D. 1.0 27 2.7 0.244 | 0.244 31
cor- | ‘trea CALIBRATION
nea Filter . | :. Holder -Opacity -
1 paper L
2 MEM . : 0
3 1 B 75
mean . A -75
+S.D. 2 B 157
A -166
10 compound no.: 3 B 247
11 { 30 A 256
s
13 | concentration
1a || 100% | -
15 T
+$0.




I EEC VALIDATION OF THE BCO-P ASSAY J
[ Data sheet Lab.no.| 09
Date: J 11 May 927 lName = ] Ph. Vanparys j
Experiment no, 27
Compaund of the same pairno. = |27 +28 Slgnature %’; -
: cor- | freatment opacity at 240 min Permeability (OD) in-vitro
nea i e COTTEC, 2 CORCRC, score.
1 C1 0 0 0.0 0.013 0.2
2 MEM *0 C2 0 0.0 0.020 0.3
3 0 0 C3 0.0 0.010 0.2
" mean 0.0 0.014 0.2
+5D. 0.0 0.005 0.1
16| compoiind no. 93 | 90 | 87 | 900 | 900 0538 | 0523 979
17 fl 31 | 84 | 81 | 78 | 810 81.0 0439 | 0425 87.4
18 | 57 | 53 | 51 | 537 53.7 0.467 | 0.453 60.5
19| concentration 67 | 63 | 61 | 637 63.7 0.499 | 0.485 70.9
20 || 20% 87 | 88 | 88 87.7 87.7 0.209 0.194 90.6
2 | 78 | 75 | 73 | 753 75.3 0430 | 0.416 816
iridan 75.2 75.2 0.430 0.416 81.5
+SD 14.2 14.2 0116 | 0.116 137
'_ cor- .| .;realmgqt: o] ‘ CALIBRATION
‘nea o Filter Holder " Opacity
1 Glass of the anterior chamber No. 3 was found to be cracked paper
2 MEM at the end of the fluorescein incubation period - 0
3 1 B 75
.mean 0.D. versus C1 A -75
tSD measured 4 min. after 2 B 159
first measurement. A 171
16 o'ompo&r,:ra:no. Compound No. 31 was warmed up to 32°C 82 3 B 249
17 l 31 | and stirred on a magnetic stirrer. 73 A 260
18 B 45
19 conc‘ehu‘é_ﬁéﬂ 57
20 [ 20% ‘ Compound No. 31 was washed away 6 times 87 )
21 instead of 3 times. 69
- mean
+S.D.



[ EEC VALIDATION OF THE BCO-P ASSAY ]
[ Data sheet |Lab.no.] 09 |

[Name: [ Pn vamparys ]

02 Apr 92

nt no.

und of lhe.s_éﬁi'e" pairno. j o Signature: M 1
i cor- | ftrealment: | | - opactityati0'min -opacity at 120 min Perr}’rle'atgi!_ii‘y;(g_n) . in-vitro
wonea | o Tl O . = S . correc. L . correc. ..score
1 c1 | -2 0 1.0 c1 | -2 0 1.0 0.001 -1.0
2  MEM 1 ce | 2 15 I 1 ce | 2 15 0.000 15
3 -1 3 | c3 2.0 2 | -4 | c3 -3.0 0.001 -3.0
L meith 05 0.8 0.001 0.8
£5D. 1.8 2.3 0.001 2.2
10 -:con'ipound no. 32 30 33 31.7 29 27 31 29.0 298 1.628 1 ‘627ﬁ 542
11 I 32 } 23 | 21 | 24 227 20 | 19 | 22 20.3 21.2 1.908 1.907 49.8
12 | 23 | 22 | 24 23.0 21 | 19 | 22 | 207 215 1.687 1.686 46.8
13 | concentration 24 | 23 | 26 243 23 | 21 | 25 | 230 238 1395 | 1394 447
1a |1 100% ||| 21 | 20 | 22| 210 19 | 17| 20| 187 195 1.012 | 1.011 34.7
15 | 21 | 19 | 22 20.7 17 | 16 | 19 173 18.2 1.731 1730 | | 441
mean 239 215 22.3 1.560 1.560 45.7
£SD. 4.0 a1 | an 0316 | 0316 6.6
‘cor-"| - treatment : CALIBRATION
nea - Filter Holder Opacity
1 paper
2 MEM ] o
3 1 B 75
. 'r'gg'aq A -75
+S.D. 2 B 158
A 167
10 | compound no. 3 8 248
1 | [ 32 A 256
12
13 concentration
14 L100% 1 -
15
mean
£$D.




f EEC VALIDATION OF THE BCO0-P ASSAY J

| Data sheet [Lab.no.] 09 |

Dater | 03Apro2 |

Name: | Ph Vanparys |
Experimentno. | 13b | ’

Compound of the same pairno. . [ - | Signature: . M
“cor- | treatment | | opactity at 10.min" opacityat120min | [Permeability (OD) in-vitro |
nea ' A el 05 .. L .. Pl TTWC correc. correc. | | _score
1 MEM with C1 -3 -2 -2.5 C1 -2 -2 -2.0 0.002 -2.0
l-(?lulamine 2 C2 0 1.0 0 Cc2 0 0.0 0.003 0.0
Bicarbonate 1 -1 C3 0.0 1 0 C3 0.5 0.000 0.5
mean|  pH74 05 05 0.002 05
150 1.8 13 0.002 1.3
10 | compoundno.| | 87 | 83 | 8a | 847 77 | 76 | 76 | 763 76.8 1554 | 1.552 100.1
1 || 33(2) ||| 74| 71 | 72| 723 65 | 63 | 64 | 640 64.5 0919 | 0917 78.3
12 | || 8|8 | 8| 8o 71| 720 | 71| 707 712 2000 | 2.088 1025
13 concemranon 81 77 78 78.7 71 70 70 70.3 70.8 1.797 1.795 97.8
14 L 100% 1 87 84 85 85.3 79 77 77 777 78.2 1.335 1.333 98.2
15 90 87 87 88.0 81 80 80 80.3 80.8 2.502 2.500 118.3
817 73.2 73.7 1.700 1.698 99.2
‘ +S.D. 5.6 6.0 6.0 0.560 0.560 12.8
cor- | treatment: . CALIBRATION
nea o “Filter Holder Opacity
1 MEM with péper
I-Glutamine .
] Bicarbonate 1 B
meaﬁ pH74 . A
+S.D. 2 B
A
10 _.compound no. 3 B
1 || 33 | A
12
13 :con'cen'tration
14 || 100% | -
15 SR
e
L 4SD




I EEC VALIDATION OF THE BCO-P ASSAY

l Data sheet J [Léb. no.:I 09 I
rf)atel 06 Apr 92 ] [td—ame ] Ph. Vanparys ]
Experimentno.. | 14 |
\Compoun e same pair.no. . l 47 ]| Signature: - /\l;;’,/,,. —
- cor- | treatment : opactity at 10 min “opacity at 120 min Permeability (OD) in-vitro

nea._ : L : e correc. _.correc. score
1 c1 | 1 1.0 C1 0 0.0 0.014 0.2
2 MEM c2 | o 0.0 + 0 | C2 0.0 0.007 0.1
3 ' 0 C3 00 ||l o 0 C3 0.0 0.005 0.1
mean -0.3 0.0 0.009 0.1
D 0.6 0.0 0.005 0.1
4| compound no. 34 | 34 | 35 34.3 28 | 29 | o8 28.3 28.3 0.224 0215 { | 316
5 |1 34 33 | 33 | 33 33.0 25 | 26 | 25 25.3 25.3 0.052 0.043 26.0
6 30 | 30 | 30 | 300 20 | 21 | 2 20.7 20.7 0069 | 0.060 216
7 |‘concentration 28 . 29 | 29 28.7 23 | 24 | 23 233 233 0.316 0.307 27.9
8 | 100% ] 31 132 | 31 31.3 25 | 26 | 25 25.3 25.3 0.032 0.023 257
9 T 26 | 27 | 27| 267 21 | 21 | 2 210 210 0058 | 0.049 217
‘fean 30.7 24.0 24.0 0.125 0117 | | 257
+SD. 2.8 29 29 0.117 0117 || 38
cor- | treatment CALIBRATION
nea |. 7 . Filter .| [“Holder Opacity
1 .phpér
2 MEM 0
3 1 B 75
mean A 75
+S.D. 2 8 158
A 167
4 compoundno 3 B 248
5 34 A | 255
- i
7 c@nmni‘étbn
s || 100% | -
. T
mean
+$D;




L EEC VALIDATION OF THE BCO-P ASSAY

concentration

| 20% ]

] Data sheet Lab. no. | 09
Date: | 12Jun92 | [Name: | Ph vanparys ]
Experimenino. | 38 |
Compound,of the same pair no. ]39 + 41 ] Si;qh’_fa_:tli_re: C\P'/'f
cor- | treatment opacity at 240 min Permeability (OD) in-vitro
..nea, . ... .Correc .correc. | | score,
1 0 0.0 0.009 0.1
MEM > 0 | ce 0.0 0.019 0.3
3 0 0 | c3 0.0 0.005 0.1
Speis 0.0 0.011 0.2
4 S0 0.0 0.007 0.1
4 [ioraamn: 118 | 119 | 120 | 1190 119.0 0.272 0.261 122.9
5 35 | 132 | 134 | 137 | 1343 134.3 0.575 0.564 142.8
6 ' 142 | 145 | 145 | 1440 144.0 0.062 0.051 144.8
7 | concentration 139 | 140 | 143 | 1407 140.7 0.550 0.539 148.8
8 20% I 141 | 144 | 144 143.0 143.0 0.190 0.179 145.7
9 o 128 | 128 | 130 | 1287 | 1287 0.139 | 0.128 130.6
méan 1349 | 1349 0298 | 0.287 139.2
- +SD. 9.7 9.7 0216 | 0216 10.2
- cor- | treatment - CALIBRATION
. nea . Filter ~ Holdet | - Opacity
1 paper i ST
2 MEM o
3 1 B8 75
' A -75
2 B 159
A -170
-compound no. 3 8 250
[ 35 I pH: 5.80 A -260



L

EEC VALIDATION OF THE BCO-P ASSAY

L Data sheet |tab.no.| 09 1
[pate: | 16Apro2 | [Name: | Ph. vanparys ]
.'_Stgnéiﬁfé: %’
cor- | ftreatment opactity at 10 min opacity at 120 min~ [in-vitro |
nea AN correc. score
1 C1 1 0 0.5 c1 2 1 1.5 0.006 1.6
MEM 2 | c2 | -1 15 e 3 { C2 | -2 25 0.010 2.4
0 0 C3 0.0 2 1 C3 -0.5 0.015 -0.3
mean -0.3 -0.5 0.010 -0.3
+5D. 1.0 2.0 0.005 20
4 | compound no. 9 11 9 9.7 10 | 13 | 12 1.7 12.2 5.191 5.181 89.9
5 [ SLI 10 12 11 11.0 13 16 14 14.3 14.8 5.500 5.490 97.2
6 9 11 10 10.0 10 ] 13 | 11 11.3 1.8 6.107 6.097 103.3
7 | concentration 12 | 14 | 13 13.0 151 18 | 16 16.3 16.8 5.214 5.204 94.9
8 10% I 11 13 12 12.0 14 18 16 16.0 16.5. 6.454 6.444 113.2
9 8 10 9 9.0 9 12 | 10 10.3 10.8 5.905 5895 99.3
mea 10.8 13.3 13.8 5729 | 5718 99.6
15 26 26 0.511 0.511 8.0
cor- | treatment CALIBRATION
nea Filter Holder |*Opacity -
1 paper Sy
MEM . R
3 1 8 75
maan A -75
£SD. 2 B 159
A -170
3 B8 250
A -263

4

5

6 | . :

7 : wnég;nira(ién'
s |[ 10% |
. e




[ EEC VALIDATION OF THE BCO-P ASSAY B

[ Data sheet
te: | 16 Apr92
Experimentno. | 17 |
Compound of the same pair no. 1 36449 ] Signature:
cor- opaciity at 10 min opacily at 120 min Permeabiiity (OD) In-vitro
nea correc. correc. score |
1 C1 1 0 0.5 C1 2 1 15 0.006 1.6
_MEM 2l c2| 15 |4 3 | c2] -2 25 0.010 2.4
' o | o lcsl| oo 2] 1 | cal| o5 0.015 0.3
. mean| 0.3 -0.5 0.010 -0.3
_+SD, 1.0 ’ 20 0.005 20
10 | compound no. 0 1 0 0.3 1 4 2 2.3 2.8 0.022 0.012 3.0
11 [ 37:| 0 -1 -1.0 -3 0 -2 -1.7 -1.2 0.012 0.001 -1.1
12 -1 0 0 -03 -2 1 0 -0.3 0.2 0.016 0.005 0.2
13 | concentration -1 0 0 -0.3 -2 0 -1 -1.0 0.5 0.013 0.002 -0.5
14 I 10%1 -1 0 0 -0.3 -1 1 0 0.0 0.5 0.011 0.001 0.5
15 (U -1 0 0 -0.3 -1 1 0 0.0 0.5 0.019 0.009 0.6
. rhean 0.3 0.1 0.4 0.015 | 0.005 0.5
| :sD. 0.4 1.4 14 0.004 | 0.004 1.4
cor- | treatment . CALIBRATION
.nea | . "= “Fifter Holder Opacity
1 “';;:’éber iy b
MEM ; . o
3 1 B 75
mean ) A -75
_.£SD/ 2 B 159
A -170
10 |icompound no. 3 B 250
11 r 37 J A 263
12
13
14 -
15
iiean
+S.D;




r EEC VALIDATION OF THE BCO-P ASSAY

1

Data sheet

]

Date: | 17 Apro2 |
Experimentno. | 18 |

sso)

[Compound of the same pairno, | 40 +42 Signature: 4/%‘)7///- :

‘cor- | freatment - opactity at 10 min -~ “opacity at 120 min . - | |Permeability (OD) - | [in-vitro
nea habor s S L correcid t s COTTEC, score
1 C1 0 0.0 C1 0 0 0.0 0.013 02
2 MEM 0 c2 0.0 * 0 c2 0 0.0 0.011 0.2

1 1 C3 1.0 0 0 C3 0.0 0.008 0.1
0.3 0.0 0.011 0.2
0.6 0.0 0.003 0.0
4 | compouind nio. 1 1 0 0.7 2 2 1 1.7 17 0.022 0.012 1.8
5 [ 38 J 1 1 0 0.7 1 1 0 0.7 0.7 0.012 0.001 0.7
6 1 1 0 07 ! 1 0 0.7 0.7 0.011 | 0.000 0.7
7 - | concentration 1 1 0 0.7 2 2 2 20 20 0.005 -0.006 1.9
8 L 10%7 1 1 0 0.7 1 1 0 0.7 0.7 0.003 -0.008 0.6
9 1 1 0 0.7 1 1 0 07 0.7 0.002 -0.009 05
moan 0.7 11 11 0009 | -0.002 1.0
+S.D; 0.0 0.6 0.6 0.008 0.008 0.7
Cor. CALIBRATION
nea Filter Holder Opacity
paper e
2 MEM - 0
3 1 B 75
rrwan A -75
x,S.D.V 2 B 158
A -169
4 oompound no 3 8 249
s || 38 | A 258
6 Compound No. 38 was warmed up to 32°C and slirred on a magnetic stirrer
7 _concentration
s || 10% | -
- ,
_mean




[ EEC VALIDATION OF THE BCO-P ASSAY

[ Data sheet Iab no.él 09 I
F)aiéﬁ | 124ung2 | Name: | Ph. Vanparys ]
Experiment no. as |
[Compound of the same pairno. -~ [35 + 41 J Signe /3%3',? -
i I f
- cor- | treatment opacity at 240 min Pérmeability (OD) | [inZvitro
. nea 3 r correc. correc. | | score
1 C1 0 0.0 0.009 0.1
2 M&EM *0 C2 0 0.0 0.019 0.3
3 0 0 C3 0.0 0.005 0.1
woan 0.0 0.011 0.2
- +so. 0.0 0.007 0.1
10 | compound 0 3 3 2 2.7 27 0.002 -0.009 25
11 r 39 7 3 3 3 3.0 3.0 0.013 0.002 3.0
12 | ; 3 3 3 3.0 3.0 0.002 -0.009 29
13 i;oonc_enu__a_llgn{-? 1 1 1 1.0 1.0 0.018 0.007 1.1
14 | "' 1 1] 9 1.0 1.0 0.004 | -0.007 0.9
15 5 5 4 4.7 4.7 0.007 -0.004 4.6
mean 2.6 26 0.008 | -0.003 25
+S.D. 1.4 1.4 0.006 0.006 1.4
cor- | treatment ’ CAL}BRATION
Lnea | . 9 ngt_e( Holder |.-.Opacity
! paper L -
MEM } 0
1 B 75
A -75
2 B 159
A 170
10 o:;:ﬁbdund no.| [pH: 2.97 3 B 250
11 [ 39 ] A -260
12 The anterior chamber was opened for washing.
13 concentration
1w || 20% | -
15
|__mean

+ 5.




[ EEC VALIDATION OF THE BCO-P ASSAY ]
| Data sheet ] [Lab.no.] 09 ]

Date: | 17 Aproz |

Experiment no. ] 18 j
Compound of the same pair no, ] 38 + 42 —l Signature: /’P/—»———
cor- | tréatment " “opactity at 10 imin" ,_ opacity at 120 min 5 Permeability (OD) in-vitro
nea ; . LR [ e e G COITEC, colrec. score |
1 C1 0 0 0.0 C1 0 0 0.0 0.013 0.2
. MEM 0 C2 0 0.0 0 Cc2 0 0.0 0.011 0.2
1 1 C3 1.0 0 0 C3 0.0 0.008 0.1
mean 0.3 0.0 0.011 0.2
5D 0.6 0.0 0.003 0.0
10 compound no. 3 4 3 3.3 9 9 8 8.7 8.7 3.128 3.117 55.4
11 LAO 7 3 3 2 2.7 9 9 8 8.7 8.7 3.775 3.764 65.1
12 | 5 5 4 47 8 9 8 83 8.3 3.992 | 3.981 68.1
13 | concentration 2 2 1 17 7 7 6 6.7 6.7 4.426 4.415 729
14 r 10% l 5 5 4 4.7 7 7 6 6.7 6.7 3.238 3.227 551
15 | ’ 4 4 3 3.7 8 8 7 7.7 77 3.422 | 3.411 58.8
mean 3.4 7.8 7.8 3.664 3.653 62.6
+ S.D. 1.2 0.9 0.9 0.496 0.496 7.3
| cor- | ftreatment CALIBRATION
nea b " Filter Holder | Opacity |
1 | _paper
2 MEM - - 0
1 B 75
Taan A -75
+S.D. 2 B 158
A -169
10 | compoundno Compound No. 40 was warmed up to 32°C and stirred on a magnetic stirrer. 3 B 249
i || a0 ] A 258
12 e Membranes released from the corneas:
13 concentration very small air-bubbles behind the corneas.
1a || 10% | -
.. mean
+SD.




Date: i 12 Jun 92 ]

EEC VALIDATION OF THE BCO-P ASSAY

[Experimentno. |

38 |

-

Data sheet

]

I'Lab. no.vl

09 |

|

4] Signature:
cor- | freatment opacity at 240 min Permeability (OD)
nea R _.correc. ooy, COITEC, |
1 cit| ol o 0.0 0.009
MEM . c2 0.0 0.019 0.3
3 o | ca| oo 0.005 0.1
e 0.0 0.011 0.2
£5D 0.0 0.007 0.1
16 Pommgbound rio. 53 | 52 | 52 | 523 523 0035 | 0.024 527
17 || a1 s8 | 58 | 58 | 580 58.0 0.052 | 0.041 58.6
18 | o 64 | 64 | 64 | 640 64.0 0.108 | 0.097 65.4
19 | concentration 54 | 53 | 53| 533 53.3 0029 | 0018 536
20 || 20% 52 | 52 | 51| 517 517 0.096 | 0.085 52.9
21 i 63 | 63 | 62 | 627 62.7 0123 | 0112 64.3
. mean 57.0 570 0074 | 0.063 57.9
48D, 5.4 5.4 0040 | 0.040 5.8
cor- | treatment, CALIBRATION
........ nea Filter - | ~Holder "| Opacity
1 “paper. -
2 MEM . 0
1 B 75
mean A -75
+S.D. 2 B 159
A -170
16 | compoundno.| |oH - 7.26 3 8 250
17 :3 l 41 l A 260
18 | 3 Compound no. 41 was washed away 4 times.
19 concentration i
20 || 20% ]
mieat
_25D]



| EEC VALIDATION OF THE BCO-P ASSAY |

{ Data sheet B lLab.no.] 09 |
[Name: i Ph. Vanparys ]

18 |

'the same pairno. | 38 + 40 Signature:
cor- | treatment®’] [ “opactityatiomin | [ opacity at 120 min | [Permeability (0D) | [in-vitro
nea | = : : AnanL Lo comees] |G “¢orrec.’| | scare
1 C1 0 0 0.0 C1 0 o | o0 0.013 0.2
2 . MEM o {c2l o 00 |4 o | ce| o 0.0 0.011 0.2
3 1 1 c3 1.0 0 0 { c3 0.0 0.008 0.1
" mean 0.3 0.0 0.011 0.2
15D 06 0.0 0.003 0.0
16 | compoundno.| | 12 | 12 | 11 1.7 18 | 18 | 17 17.7 177 3.170 3.159 65.1
17 |1 a2 J 13 ] 13 ] 12 12.7 19 | 19| 18 18.7 18.7 3.968 3.957 78.0
18 | 1112 1] 113 25 | 25 | 24 | 247 247 2638 | 2.627 64.1
19 | concentration" 8 8 7 7.7 14 | 14 | 13 13.7 13.7 3.449 3.438 65.2
20 || 10% 12 12 12 12.0 19 19 18 18.7 18.7 3.282 3.271 67.7
21 . 12 | 13| 12 123 17 | 17 | 16 16.7 16.7 4187 | 4.176 79.3
wiean 11.3 183 183 3.449 3.438 69.9
s 1.8 3.6 3.6 0.562 0.562 6.9
- cor- _CALIBRATION
o8y 1T e Filter Holder | Opacity
1 paper 2 ;
MEM ; : 0
1 B 75
: mean A -75
_#SD. 2 B 158
A 169
16 oompound no. : 3 B 248
18 o Compound No. 42 was warmed up to 32°C and stirred on a magnetic stirrer.
19 _-concemré{icn
20 || 10% | )
21 o
+80]




I

EEC VALIDATION OF THE BCO-P ASSAY

25D,

L Data sheet B lLab.no.] 09 |
Date: | 15Jun92 | e: | Ph. Vanparys ]
Experimentno. | 33 |
Compound:o ir no. a4 Signature:
treatment opacity at 240 min Permeability (OD) in-vitro
ea, pos correc. Searw e He COTTOCE score
1 C1 0 0 0.0 0.036 0.5
2 MEM e 0 C2 0.0 0.022 0.3
3 0 0 C3 0.0 0.028 0.4
X mean 0.0 0.029 0.4
+SD. 0.0 0.007 0.1
4 | compound no.- 86.| 86 | 86 | 86.0 86.0 4402 | 4.373 151.6
5 43 j 71 71 71 71.0 71.0 3.408 3.379 121.7
6 i 79 79 79 79.0 79.0 4.386 4.357 144.4
7 | concentration 94 | 94 | 94 | 940 94.0 4.370 | 4.342 159.1
8 | r 20% 91 | 91 | o1 91.0 91.0 6.292 6.263 184.9
9 95 93 93 93.7 93.7 3.553 3.524 146.5
mean| 85.8 85.8 4.402 4.373 151.4
+S:D. 9.2 9.2 1.028 1.028 20.7
cor- | ftreatment CALIBRATION
nea. ey Holder | -Qpac'ny
1
MEM 0
3 v 1 8 75
Besdss A .75
15D. 2 B 159
A 170
4 | c;mpbuna no.. pH: 8.66 3 B8 249
5 [ 43 J A 260
6 |
7 | concentration
s || 20% .
| 9 ;
_mean



| EEC VALIDATION OF THE BCO-P ASSAY ]

I Data sheet
15Jun 92| [Name: [ Ph. vanparys ]
otno. | 39 |
fthe same pairno, 143 ] Signature: | ; 5
cor- | treatment opacity at 240 min 1 |Permeability (OD) \ in-vitro
nea _correc,. correc. | |.score
1 C1 0 0 0.0 0.036 0.5
MEM e 0 C2 0 0.0 0.022 0.3
0 0 C3 0.0 0.028 0.4
mean| 0.0 0.029 0.4
_£5.0. 0.0 0.007 0.1
10 | compound no. 0. 0 0 0.0 0.0 0.045 0.016 0.2
11 L 44 [ 2 2 2 2.0 20 0.043 0.014 22
12 1 1 1 1.0 1.0 0.064 0.036 1.5
13 | concentration -1 -2 -2 -1.7 -1.7 0.062 0.034 -1.2
14 I 20‘VL] 0 -1 -1 -0.7 -0.7 0.485 0.457 6.2
15 4 3 3 3.3 3.3 0.055 0.026 3.7
mean! 0.7 0.7 0.126 0.097 2.1
+5.D. 1.8 1.8 0.176 0.176 2.6
cor- | treatment CALI_‘BHBAT!ON _
nea_ — Filter uol__c_jef' Opacity
1 _paper | o)
MEM - - 0
1 B8 75
mean A -75
+S.0, ‘ 2 B 159
A -170
10 | compound no. | |pH: 8.50 ’ 3 B 249
11 I 44 I . A -260
12 :
13 | concentration:
14 l 20% ] -
15 :
b SQJ




L EEC VALIDATION OF THE BCO-P ASSAY

| Data sheet
19 |
.;gaa'me paﬁ no. ]46 j| Signature:
cor- | ftreatment | | opactity at 10 min " opacity at 120 min Permeability (OD) | [in-vitro
e e A B I ST o i o (e 0 R P . _....correc. b, 5w 43 COTTEC, . score
1 ci| o 0 0.0 c1 | -1 0 -0.5 0.012 -0.3
2 MEM o [ cel o 0.0 .1 c2 | 1 1.0 0.009 1.1
] o | c3 0.0 0 -1 ] c3 -0.5 0.015 -0.3
mean 0.0 0.0 0.012 0.2
+£SD 0.0 0.9 0.003 0.8
4 fcompoundno. | | 52 | 52 | 54 52.7 84._| 83 | 84 83.7 83.7 6.949 6.937 187.7
5 1| 57| s8 | 59 58.0 88 | 87 | 88 87.7 87.7 4.728 4.716 158.4
6 54 | 55 | 56 55.0 86 | 85 | 86 85.7 85.7 4.464 4.452 152.5
7 | concentration| | 50 | 50 | 51 | 503 84 | 83 | 84 | 837 837 || 5923 | 5911 172.3
8 u&ﬂ 47 | a7 | a8 47.3 79 | 78 | 80 79.0 79.0 4.781 4.769 150.5
9 L. 54 | 55 | 56 55.0 89 | 87 | 88 880 | 880 5.748 5.736 174.0
mean 53.1 84.6 84.6 5432 | 5.420 165.9
_+SD 38 3.3 3.3 0.949 0.949 145
cor- | treatment | CALIBRATION
nea e Filter |’
1 __paper
2 MEM ] , 0
3 1 B 75
‘ brnez‘m A 75
+S0 2 8 158
A -171
a | compound no. - 3 B 252
s || a5 | A -263
6
7 concentration
8 10% | -
9
mean
. 45D




[ EEC VALIDATION OF THE BCO-P ASSAY ]

I Data sheet B |Lab.no.] 09 ]
[Name: [ Ph. vanparys |
1 1
“cor- | ireatment | |  opactity at 10 min opacity at 120 min | [Permeability (OD) in-vitro,
_nea | i e Lonaion cAmaunore s cotrec. correc. score
1 ci1] o 0 0.0 c1 | -1 0 -0.5 0.012 -0.3
MEM o | c2| o 0.0 b1 c2 | 1 1.0 0.009 1.1
3 0 0 | c3 0.0 0 -1 | c3 -0.5 0.015 -0.3
mean 0.0 0.0 0.012 0.2
+S.D 0.0 0.9 0.003 0.8
10 | compoundno.| | 1 1 1 10 3| 2| 3 2.7 27 0014 | 0003 27
11 [ 46 J 2 1 1 1.3 4 3 4 3.7 3.7 0.005 -0.006 3.6
12 3 3 3 3.0 5 4 5 4.7 4.7 0.011 0.000 4.7
13 | concenration 0 0 0 0.0 1 0 1 0.7 0.7 0.016 | 0.004 0.7
14 fw% l 1 0 0 0.3 2 1 2 1.7 1.7 0.031 0.020 2.0
15 ; 3 3 3 3.0 5 4 5 4.7 4.7 0.043 | 0.032 5.1
imeks 14 3.0 3.0 0.020 | 0.008 3.1
| £SD 1.3 1.6 1.6 0014 | 0014 1.7
CALIBRATION
lea. Filter |+~ Holder Opatcity. -
1 peper | .. '
MEM . . 0
N : 3 s
__mean A .75
45D 2 B 158
A -171
10 compoun;!.no;; - 3 B 252
1 || 46 A 263
12
13 ooneenlmion;
14 [_—10% | -
15
mean
£S.D.




l EEC VALIDATION OF THE BCO-P ASSAY

| Data sheet ] |Lab. no. ] 09 |

ame: I Ph. Vanparys _l

mentno. | 14 |

[Compound of the same pairno: ~ | 34 | Signature: g % — O
[ cor- | treatment. | [ -opactity at 10 min opacity at 120 min Permeability (OD) | [in-Vitro
o peg ek VR I TR e o S ee— o B RS S P bR R correc. | |.score
1 c1 | -1 -1 -1.0 c1l o 0 0.0 0.014 0.2
MEM o | cel o 0.0 «0 lc2l o 0.0 0.007 0.1
3 ' 0 0o | c3 0.0 0o | o] cs 0.0 0.005 0.1
-0.3 0.0 0.009 0.1
0.6 0.0 0.005 0.1
10 | compoundno.| | 4 | 4 | a4 4.0 6 | 6 | 6 6.0 6.0 6.160 | 6.151 98.3
11 L 47 ] 5 6 6 5.7 1| 12 ] 1 11.3 1.3 4200 | 4191 74.2
12 | 3 | 4 | 3 3.3 6 | 7 | 6 6.3 6.3 4500 | 4491 73.7
13 | concentration 4 | s 5 47 71 7| 7 7.0 7.0 7760 | 7.751 123.3
14 | WO% | 2 2 2 2.0 8 9 8 8.3 8.3 4520 | 4511 76.0
15 | I 4 | s 5 47 7 | 8| 7 7.3 7.3 6280 | 6.271 101.4
mean 4.1 7.7 7.7 5570 | 5561 91.1
|_+SD. 1.3 1.9 1.9 1.398 1.398 20.0
" cor- | treatment CALIBRATION
-nea el Filter Holder Opacity
1 paper
2 MEM - 0
3 1 B 75
bmean A -75
+5D. 2 B 158
A 167
10 compound no. 3 B 248
11 I 47 J A -255
12 Na-fluorescein concentration in posterior compartment diluted with a
13 concentration factor 4. The OD values were multiplied with 4 to obtain the final OD
14 i 100% I value indicated in the table. -
15 [l
_ mean
Bt o SDJ




I EEC VALIDATION OF THE BCO-P ASSAY |

{ Data sheet J

Date: | 13 Apro2 |

FPEA T - Name; | Pn. Vanparys |
Experiment no. [ REPEAT  or l

a|leno, .. T 51 +52 J Exl R 75 Signature: | %

cor- | “treatment opactity at 10 min opacity af | |Permeabllity (OD) —l in-vitro
nea g correc. e COITEC score

C1 -1 0 -0.5 Ci1 -1 0 -0.5 0.009 -0.4

MEM 0 C2 1 0.5 . 0 c2 1 0.5 0.009 0.6

) o | 1| c3| o5 14 -2 |c3| s 0.010 1.4

-0.2 -0.5 0.009 -0.4

0.6 1.0 0.001 1.0

16 | compound no. 63 62 63 62.7 80 | 80 81 80.3 80.8 3.963 3.954 140.1
17 r 48 (Z)J 57 57 58 57.3 76 75 76 75.7 76.2 5.402 5.393 157.1
18 52 52 53 52.3 70 | 69 70 69.7 70.2 4.382 4.373 135.8
19 | concentration 57 57 59 57.7 75 | 74 | 76 75.0 75.5 3.912 3.903 134.0
20 ﬁOO% l 59 59 60 59.3 80 79 81 80.0 80.5 4.090 4.081 141.7
21 o o) 58 57 59 58.0 76 75 77 76.0 76.5 4.350 4.341 141.6
mean 57.9 76.1 76.6 4.350 4.341 141.7

:s.b;] 34 3.9 3.9 0.551 0.551 8.2

| cor- | treatment | A CALIBRATION
| nea - - Filter Holder Opacity
1 . _paper
2 MEM - - 0
3 1 B 75
- mean A 75
45D 2 B 158
A 168
16 | compound no, 3 B 249
17 || 48(2) | A 259

18 ‘
19 |:concentrall
20 || 100% |
21 ‘

mean

%S




| EEC VALIDATION OF THE BCO-P ASSAY B

[ Data sheet |
Date: | 16Apro2 | [Name: | Ph. Vanparys |
Experimentno. | 17 | REPEA7T  or
Compound:of the same pairno. | 36+37 Ji Exp R 75 Signature: - %

. cor- | ftreatment opactity at 10 min opacity at 120 min Permeability (OD) in-vitro
' nea correc. | correc. | |.score.
1 C1 1 0 0.5 C1 2 1 1.5 0.006 1.6

MEM -2 C2 -1 -1.5 e -3 C2 -2 -2.5 0.010 -2.4
. 0 0 C3 0.0 -2 1 C3 -0.5 0.015 -0.3
mean -0.3 -0.5 0.010 -0.3
~ +5D 1.0 2.0 0.005 2.0
16 | com 21 24 23 22.7 30. 34 32 32.0 32.5 4.517 4.507 100.1
17 23 25 24 24.0 29 33 30 30.7 31.2 4.129 4.119 92.9
18 . 29 31 30 30.0 33 36 34 34.3 34.8 6.519 6.509 132.5
19 concentration 18 20 19 19.0 23 27 25 25.0 25.5 3.785 3.775 82.1
20 [ 100% | 24 27 26 25.7 31 35 31 32.3 32.8 3.074 3.064 78.8
21 B 22 24 23 23.0 28 31 29 29.3 29.8 2.750 2.740 70.9
mean 241 30.6 31.1 4.129 4.119 92.9
+SD; 3.6 3.2 3.2 1.341 1.341 22.0
cor- ; : . CALIBRATION
_nea o Filter Holder Opaclty |
1 By L L e 5
MEM - : 0
1 B 75
A -75
2 B 159
A -170
16 | compound no. 3 B 250
17 |[ a9 | A 263
18 Fine opace membrane is released from the corneas
19 concentration
20 || 100% | -
21
mean
. +SD




| EEC VALIDATION OF THE BCO-P ASSAY |

l Data sheet [Lab.no.] 09 |

: | 22 Jun QZj ['N'a"n'm:, I Ph. Vanparys }
Experiment no. l 41 _l

ympound of the same pairno.. . | Signature: %
| cor- [ treatment opactity at 10 min opacity at 120 min 22| |Permeability (OD) | [in-vitro
. nea v AR CoIrec: correc. score .
1 c1| o 0 0.0 c1| o 0 0.0 0.005 0.1
MEM o {ce| o 0.0 A c2 | o 0.0 0.009 0.1
] 1| c3 0.5 o | o |c3a| oo 0.012 0.2
mean 0.2 0.0 0.009 0.1
. ssD. 0.3 0.0 0.004 0.1
4 |compoundno| | 9 | 11 | 10 10.0 15 | 14 | 14 14.3 143 6.268 | 6.259 108.2
s || s0 | 12 | 14 | 14 13.3 20 | 19 | 19 19.3 19.3 4.413 | 4.404 85.4
6 [ 13 | 14 | 13 13.3 19 | 19 | 19 19.0 19.0 7.409 | 7.400 130.0
7 |concentration| | 9 | 10 | 9 9.3 10 | 10| 10 ] 100 10.0 3752 | 3.743 66.2
8 [ 10%7 9 10 9 9.3 14 | 13 | 13 13.3 13.3 5.552 5.543 96.5
9 el s | 16 | e 15.7 22 | 21| 2 213 21.3 7111 7.102 127.9
5 st 11.8 16.2 16.2 5751 | 5742 102.4
_+SD. 2.6 4.3 4.3 1462 | 1.462 248
| cor- | treatment . CALIBRATION
- nea y e Filter Holder | -:Opacity
1 paper '
2 MEM -
3 1 B
.mean ] A
15D 2 8
A
4 ) compdﬁ}ia no,| {pH:9.06 o 3 B
5 [ 50 A
| g
7 concentration Cornea no. 7 with transparant area in the middle.
s || _10% | -
9 B
1D




[ EEC VALIDATION OF THE BCO-P ASSAY ]

Data sheet |Lab.no.[ 09 |

Date: J 1_3_!}9(92‘1 Name: l Ph. Vanparys J

Experiment no.FJ 16 ]

Compound: ] 48+52 | Signature: i 3 Z |
"cor- | treatment | [T opactity at 10 min : ~opacity at 120 min Permeability (ODﬂ Jin=vitro
nea oy s Doy " o S GOITeC, s, COUTRC. | score
1 ci | 4 0 05 c1 | 0 05 0.009 04
MEM 0o | ca| 05 ko I g2l 05 0.009 06
3 o | v lesl wos || o] 2]c] as 0.010 a4
~mean 02 0.5 0.009 0.4
450, 0.6 1.0 0.001 10
4 |compoundno| | 41 | a1 | a2 | a3 a7. | a6 | a8 | 470 475 5154 | 5145 124.7
5 51 B 37 | 37 | 38 | 373 43 | 43 | 44 | 433 438 3662 | 3.653 98.6
6 o 36 | 35 | 37 | 360 40 | 40 | 41 40.3 40.8 3.053 | 3.044 86.5
7 |:concentration | | 36 | 36 | 37 | 363 a2 | a1 | a2 | a17 422 3216 | 3.207 90.3
s || 100% | 38 | 38 | 39 | 383 42 | a2 | a3 | 423 428 4318 | 4.309 107.5
9 L 47 | a6 | a7 46.7 49 | a8 | s0 49.0 49.5 4742 | 4733 120.5
mean 39.3 439 44.4 4024 | 4015 104.7
+sD. 41 33 33 0.849 | 0.849 157

CALIBRATION
Filter Holder Opacity
1 paper
2 MEM - - 0
3 1 B 75
thean A 75
iSD 2 B 158
A -168
4 | co_mpbﬁnd no. 3 B 249
5 51 ] A 259
. -
7 concentration
s || 100% | -
mean
480,




| EEC VALIDATION OF THE BCO-P ASSAY ]

| Datasheet | {Lab.no.| 09 ]

| _Ph.vanparys |

| 48+51 | Signature: | } 2‘ % )
cor- | treatment opactity at 10.min_ = opacity at 120 -min -~ | |Permeability (OD) in-vitro
onea | 3 Y v o] Loahoeien o ' correc. s o7 RGOLLEC: score
1 c1 | - 0 -0.5 c1 | -1 0 0.5 0.009 -0.4
MEM 0o | c2| 05 1y o g2l o 05 0.009 0.5
' -1 | c3 -0.5 -1 2 | C3 1.5 0.010 -1.4
mean -0.2 -0.5 0.009 -0.4
| +SD: 0.6 1.0 0.001 1.0
10 | ‘compound no. 1 0 2 1.0 3 2 3 2.7 3.2 0.038 0.029 3.6
11 [ 52 I 2 1 3 2.0 3 2 3 2.7 3.2 0.039 0.030 3.6
12 0 0 1 0.3 1 1 2 1.3 1.8 0.025 0.016 2.1
13 | concentration’| | 1 0 1 0.7 3 2 4 3.0 3.5 0.052 0.043 4.1
14 ;:m)% Ll o] 0.7 2 | 2 | 3 23 2.8 0027 | 0.018 3.1
15 | 0 o 0 0 00 1 0 1 0.7 1.2 0.025 | 0.016 1.4
Sear 0.8 2.1 2.6 0.034 | 0025 3.0
| is0. 07 0.9 0.9 0.011 0.011 1.0
CALIBRATION
Filter Holder Opacity
1 paper "
2 MEM ; . 0
3 1 B 75
=~ A -75
+SD. ' 2 B 158
A -168
10 | compound no. 3 B 249
11 [_ 52 l A 259
12
13 concentration
14 || 100% | .
15
mean
_£SD.
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The use of corneas from animals of different age in the Bovine
Corneal Opacity and Permeability (BCOP) assay.

Freddy Van Goethem, Marc Sysmans and Philippe Vanparys

Johnson & Johnson Pharmaceutical Research & Development, a division of Janssen Pharmaceutica N.V.,
Genetic and In Vitro Toxicology, Turnhoutseweg 30, B-2340 Beerse, Belgium.

BCOP results obtained with corneas from:

1)  adult animals (> 24 months)

2) young animals (6 - 8 months)

Methodology

After background opacity measurement, medium was removed from the anterior
compartment and corneas were treated with 0.75 ml of the test solution. Corneas (3
per group) were treated for 10 minutes followed by a 120 minutes recovery period.
Medium was removed from the anterior compartment and replaced by 1 ml of a 0.4%
sodium-fluorescein solution. Corneas were incubated in a horizontal position for 90
minutes at 32°C in a water-bath. After incubation, medium from the posterior
chamber was removed and its optical density (OD) determined with a
spectrophotometer at 490 nm. In Vitro Score = opacity + [15 x permeability]

Code of each compound is recorded on each raw data sheet

>>> compound 17 (acetone) need to be repeated since results did not comply with previously
collected data in our laboratory. Due to the high vapor pressure of acetone (201.57 mmHg @
22.0 °C), a technical artefact could have occurred...

Johnson and Johnson Pharmaceutical Research and Development (Belgium)



The use of corneas from animals of different age in the Bovine Corneal Opacity and Permeability (BCOP) assay.

s Compound . In vivo | In vivo In Vitro BCOP (>24 months) In Vitro BCOP (6 - 8 months)
EV 6HS | Opacity Perm. IVS | Class |Opacity Perm. IVS | Class
1 3,3-dimethylpentane 562-49-2 NI 0.6 0.01 0.8 0.0 0.02 0.3
2 3-methoxy-1,2-propanediol 623-39-2 NI -0.3 0.00 0.2 0.6 0.02 0.9
3 polyethylene glycol 400 25322-68-3 NI -0.3 0.00 -0.3 0.0 0.08 11
4 glycerol 56-81-5 NI -1.0 0.01 -0.9 -0.7 -0.01 -0.8
5 methyl cyclopentane 96-37-7 NI 1.0 0.43 75 13 0.26 5.2
6 tween 20 9005-64-5 NI 0.0 0.01 0.1 0.0 -0.01 -0.1
7 methyl /iso-butyl ketone 108-10-1 NI 6.6 1.07 22.7 57 0.83 18.1
8 toluene 108-88-3 NI 6.3 3.18 54 MOD 6.0 1.46 28.0
9 methyl amyl ketone 110-43-0 NI 53 1.80 323 MOD 40 0.99 18.8
10 2-methyl-1-pentanol 105-30-6 NI 2B 12.0 4.30 76.6 SEV 8.6 1.94 377 MOD
11 |ethanol 64-17-5] NI 2B 16.0 2.34 51 MOD 16.3 1.83 438 MOD
12 sodium hydroxide (1%) 1310-73-2] R36 2B 99.7 4.16 162 SEV 135.7 3.74 191.8 SEV
13 [triton X-100 (5%) 9002-93-1] R36 2B 43 3.81 615 SEV 47 3.70 60.1 SEV
14 1-octanol 111-87-5] R36 2B 10.0 5.24 88.6 SEV 10.3 153 333 MOD
15  |2-ethyl-1-hexanol 104-76-7| R36 2B 43 176 306 & MOD | 23 086 153 | Mib |
16 n-hexanol 111-27-3] R36 2A 15.3 3.73 712 SEV 14.0 3.62 68.2 SEV
17 |acetone 67-64-1 R36 2A 39** 2.95 83.2 SEV 913 2.86 134.2 SEV
18 cyclohexanol 108-93-0] R41 1 15.3 5.04 90.7 SEV 11.6 2.13 43.6 MOD
19 cetylpyridinium bromide (6%) 140-72-7] R41 1 117 101 26.8 MOD 15.0 1.66 39.9 MOD
20 benzalkonium chloride (10%) 8001-54-5| R41 1 92.2 422 155.4 SEV 105.7 4.05 166.5 SEV
Prediction Model ** to be repeated (technical artefact probably occurred)
BCOP In Vitro Score Class
<3 NON
3.1-25 MILD
25.1-55 MOD
>55.1 SEV

Johnson and Johnson Pharmaceutical Research and Development (Belgium)



o ('ompovﬂels A -» 20

o Adult animals (5 24 menths

||—(§1-lculation of the in vitro eye irritation score for liquids

13,3-Dimethylpentane [562-49-2]

114502CN
1100% [ 10 min
A ()
Intern 8B | OP-KIT
No. Treatment Opacity at Permeability In vitro score
Comea 0 | t120 ] t120- 10
1 NC 2 2 0 0.006 0.1
2 MEM 1 1 0 0.012 0.2
3 100% 1 3 2 0.009 2.1
Mean + S.D. 07 =+ 12 0.009 + 0.003 | 08 + 1.1
Corrected value I Corrected value ]
4 Test article | 1 3 1.3 0.023 0.014 1.5
5 1 1 0.3 0.018 0.009 0.4
6 100% 1 2 0.3 0.014 0.005 0.4
Mean + S.D. 06 = 06 | 0.009 + 0.005 | 08 * 06

NC: Negative Control

Ti8-Jan-00 ]

RDF/BCO/18




uCalculation of the in vitro eye irritation score for liquids “

]3-methoxy-1,2-propanediol 98%

105307-078
1100%___. {reatment time [ 2 hours
IB1 (1)
|Intern 10A" | OP-KIT
No. Treatment Opacity at Permeability In vitro score
Comea 0 | t120] t120-t0
1 NC 0 0 0 0.004 0.1
2 MEM 0 0 0 0.008 0.1
3 100% 0 1 1 0.010 12
Mean £ S.D. 03 = 06} 0.007 + 0.003 | 05 =+ 06
v Corrected value l Corrected value ]
4 Test article | 0 0 0 -0.3 0.019 0.012 -0.1
5 0 0 0 -0.3 0.066 0.059 0.6
6 100% 0 0 0 -0.3 0.032 0.025 0.1
Mean + S.D. 03 = 00 } 0.032 =+ 0.024 | 02 =+ 04

NC: Negative Control

{Paraph |

RDF/BCO/18
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“Calculation of the in vitro eye irritation score for liquids II

{Polyethylene glycol 400
|3HO110
q100%
ct (3]
J11A | OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Cornea t0 l t120 | t120 - t0
1 NC 0 0 0 0.002 0.0
NaC10.9% 0 0.003 0.0
3 100% 1 1 0 0.001 0.0
Mean % S.D. 00 == 00| 0.002 =+ 0.001 } 00 =+ 00
Corrected value I Corrected value 4'
4 Test article | 0 0 0 0.0 0.000 -0.002 0.0
5 0 0.0 0.003 0.001 0.0
6 100% 1 0 -1 -1.0 0.010 0.008 -0.9
Mean = S.D. -03 = 06 | 0.002 + 0.005 | -03 =+ 05

NC: Negative Control

RDF/BCO/18




Calculation of the in vitro eye irritation score for liquids "

T P e
No. ; JHS03116BS
“oncentration 1100% _ FEreatment time_ | 10 min ]
{B2 (4)
.......... __|Intern 10A ™~ | OP-KIT

No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120 | t120- 10
1 NC 0 0 0 0.004 0.1
2 MEM 0 0 0 0.008 0.1
3 100% 0 1 1 0.010 12
Mean + S.D. 03 + 06 | 0.007 + 0.003 | 05 =+ 06
Corrected value I Corrected value :I
7 Test article 1 0 -1 -1.3 0.017 0.010 -1.2
8 1 1 0 -0.3 0.015 0.008 -0.2
9 100% 1 0 -1 -1.3 0.017 0.010 -12
Mean + S.D. -10 = 06 | 0.009 = 0.001 | -09 £ 06

NC: Negative Control

| | Filfer ] OPA('-T'I"Y i
2 A
3 |a
|
[Date ~ ]31-Jan-00 |

RDF/BCO/18




"Calculation of the in vitro eye irritation score for liquids _“

|Methyl cyclopentane |
109817PS-089
1100% | [Ereatment time  [10 min |
{D5 (6
{12A — | OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120 ] t120-t0
1 NC 0 0 0 0.004 0.1
2 NaCl109% | 1 1 0 0.006 0.1
3 100% 1 1 0 0.005 0.1
Mean + S.D. 00 = 00 ] 0.005 + 0.001 | 01 =+ 00
Corrected value I Corrected value J
16 Testarticle | 0 1 1 1.0 0.262 0.257 4.9
17 0 2 2 2.0 0.839 0.834 14.5
18 100% 0 0 0 0.0 0.212 0.207 3.1
Mean + S.D. 10 = 10 } 0433 = 0348 | 75 + 6.1

NC: Negative Control

{Paraph [20-Mar-00 |

[Date ] |

RDF/BCO/18



"Calculation of the in vitro eye irritation score for liquids "

~ {Tween 20
A010055102
100% 1
C2 ( é /
11A [ OP-KIT ]
No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120] ¢120-10
1 NC 0 0 0 0.002 0.0
2 NaC109% | © 0 0 0.003 0.0
3 100% 1 1 0 0.001 0.0
Mean + S.D. 00 =+ 00| 0.002 + 0.001 | 00 =+ 00
Corrected value I Corrected value I
7 Test article | 0 0 0 0.0 0.010 0.008 0.1
8 0 0 0 0.0 0.023 0.021 0.3
9 100% 0 0 0 0.0 0.004 0.002 0.0
Mean + S.D. 00 = 00 | 0.010 + 0.010 | 01 =+ 02
NC: Negative Control
T T | OPACITY

RDF/BCO/18




||Calculation of the in vitro eye irritation score for liquids "

“|Methyl iso-butyl ketone (4 methyl-2-pentanone) [108-10-1]
CU 10369BU
100% . 10  min
|A2 a)
|Intern 8B > I OP-KIT
No. Treatment Opacity at Permeability In vitro score
Comea t0 I t120 | t120 - t0
1 NC 2 2 0 0.006 0.1
2 MEM 1 1 0 0.012 0.2
3 100% 1 3 2 0.009 2.1
Mean £ S.D. 07 = 12 0.009 = 0.003 ] 08 =+ 1.1
Corrected value | Corrected value |
7 Test article 1 8 7 6.3 1.909 1.900 34.8
8 7 7 6.3 0.621 0.612 15.5
9 100% 1 9 8 7.3 0.706 0.697 17.8
Mean + S.D. 66 = 06 | 1.070 + 0.720 | 227 = 105
NC: Negative Control
Faiter OPACITY
Heeid Al B
2 A
,,,,,,, 3 1A

RDF/BCO/18




Calculation of the in vitro eye irritation score for liquids “
""""""""""""""""""""""""""" ] Toluene [108-88-3]
19902810001
1100% ]
|D4 ( § )
112A ~ | OP-KIT
No. Treatment Opacity at Permeability In vitro score
Comea t0 | 1120 | t120- 0
1 NC 0 0 0 0.004 0.1
2 NaCl10.9% | 1 1 0 0.006 0.1
3 100% 1 1 0 0.005 0.1
Mean + S.D. 00 = 00| 0.005 + 0.001 | 01 =+ 00
Corrected valueJ Corrected value ]
13 | Testarticle | 0 6 6 6.0 3.480 3.475 58.1
14 0 7 7 7.0 2.832 2.827 49.4
15 100% 0 6 6 6.0 3.236 3.231 54.5
Mean + S.D. 63 = 06 | 3178 + 0327 | [ 540 + 44

NC: Negative Control

[P

il

T20-Mar-00 |

RDF/BCO/18



"Calculation of the in vitro eye irritation score for liquids ||

“|methyl amyl ketone (2 heptanone) [110-43-0]

66400-104

100% ment ime
A3
Intern 8B [ OP-KIT
No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120 | t120 - tO
1 NC 2 0.006 0.1
2 MEM 1 0 0.012 0.2
3 100% 3 0.009 2.1
Mean + S.D. 0.009 =+ 0.003 | 08 =
Corrected value Corrected value
10 Test article 8 1.095 1.086 22.6
11 6 6 1.924 1.915 34.0
12 100% 7 2.404 2.395 40.2
Mean + S.D. 1.799 323 =+

NC: Negative Control

{Paraph |

T18-Jan-00 |

RDF/BCO/18




"Calculation of the in vitro eye irritation score for liquids "

“|2-methyl-1-pentanol |
05002PG
100% —
B3 (10)
Intern 10A™ | OP-KIT
No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120] t120- 10
1 NC 0 0 0 0.004 0.1
2 MEM 0 0 0.008 0.1
3 100% 0 1 1 0.010 12
Mean + S.D. 03 =+ 06 ] 0.007 =+ 0.003 | 05 x= 06
Corrected value ] Corrected value |
10 Test article | O 10 10 9.7 3.336 3.329 59.6
11 0 13 13 12.7 4.916 4.909 86.3
12 100% 0 14 14 13.7 4.680 4.673 83.8
Mean + S.D. 120 = 2.1 | 4304 + 0852 |] 766 * 147

NC: Negative Control

- Filter

RDF/BCO/18




"Calculation of the in vitro eye irritation score for liquids "

{124~ [ OP-KIT

No. Treatment Opacity at Permeability In vitro score
Comea t0 | 1120 t120-t0
1 NC 0 0 0 0.004 0.1
2 NaCl10.9% 1 1 0 0.006 0.1
3 100% 1 1 0 0.005 0.1
Mean + S.D. 00 =+ 00| 0.005 + 0.001 | 01 =+ 00
Corrected value ] Corrected value I
4 Test article | O 16 16 16.0 2.340 2.335 51.0
5 0 17 17 17.0 2.164 2.159 49.4
6 100% 0 15 15 15.0 2.520 2.515 52.7
Mean + S.D. 160 + 1.0 | 233 + 0178 | | 510 =+ 17
NC: Negative Control
" Piller OPACITY
. B
________ 3 A

] |

~]20-Mar-00 |

RDF/BCO/18



"Calculaﬁon of the in vitro eye irritation score for liquids "

Test article

{Sodium hydroxide 1%

333 tch No.

{66H0320

OP-KIT

No. Treatment Opacity at Permeability In vitro score
Comea 0 | t120 | t120- 10
1 NC 0 0 0 0.004 0.1
2 NaCl 0.9% 1 1 0 0.006 0.1
3 100% 1 1 0 0.005 0.1
Mean + S.D. 00 =+ 00| 0.005 + 0.001 | 01 =+ 00
Corrected value —l Corrected value l
10 Test article 0 101 101 101.0 3.952 3.947 160.2
11 0 111 111 111.0 4276 4271 175.1
12 100% 0 87 87 87.0 4256 4251 150.8
Mean = S.D. 99.7 = 121 I 4156 = 0.182] 1620 *= 123
NC: Negative Control
[REMARRS S | Filter OPACITY
A B
2 A
3 |A
I
5 EIZO-M&I‘-OO J

RDF/BCO/18




LCalculation of the in vitro eye irritation score for liquids

Test article Triton X-100 (5%
Batch No. 2802536
‘Concentration 100% {Treatment time_ ] 10 min
Code C4  (A3)
Sequence 11A OP-KIT
No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120 ] t120-t0
1 NC 0 0 0 0.002 0.0
2 NaCl10.9% 0 0 0 0.003 0.0
3 100% 1 1 0 0.001 0.0
Mean + S.D. 0.0 + 00 J 0.002 0.00ﬂ 00 =
Corrected value j Corrected value J
13 Test article 1 6 5 5.0 4.268 4.266 69.0
14 0 4 4 4.0 3.384 3.382 54.7
15 100% 2 6 4 4.0 3.792 3.790 60.9
Mean + S.D. 43 + 06 —I 3813 + 0442 | 615 =+

NC: Negative Control

|
{Paraph | |
|Date " ]28-Feb-00 |

RDF/BCO/18




||Calculation of the in vitro eye irritation score for liquids

“|n-octanol

27336-019
100% o~
B4 ZED,
Intern 10A [ OP-KIT
No. Treatment Opacity at Permeability In vitro score
Comea t0 I t120 I t120 - tO
1 NC 0 0 0 0.004 0.1
MEM 0 0.008 0.1
3 100% 0 1 1 0.010 1.2
Mean + S.D. 0.3 0.6 | 0.007 0.003 | 05 =
Corrected value Corrected value
13 Test article 1 7 6 5.7 5.180 5.173 83.3
14 0 15 15 14.7 5.828 5.821 102.0
15 100% 1 11 10 9.7 4.724 4717 80.5
Mean + S.D. 10.0 5.237 886 =+ 117

NC: Negative Control

> > >

1

|[Date  ]31-Jan-00 |

RDF/BCO/18




WCalculation of the,:_;

n vitro eye irritation score for liquids

........................................................... To-eibyl- 1 Dexancl [107-76-7] ]
- ]26812-019
100% .~ | 10 min
{A4 15)
{Intern 8B | OP-KIT
No. Treatment Opacity at Permeability In vitro score
Comea 0 | 120 t120-10
1 NC 2 2 0 0.006 0.1
MEM 1 1 0 0.012 0.2
3 100% 1 2 0.009 2.1
Mean + S.D. 07 =+ 12 ] 0.009 =+ 0.003 | 08 =+ 1.1
Corrected value I Corrected value —l
13 Test article | 2 6 4 3.3 1.763 1.754 29.6
14 1 7 6 5.3 2.196 2.187 38.1
15 100% 2 7 5 43 1.337 1.328 24.2
Mean + S.D. 43 = 10 | 1756 + 0430 | 306 + 70
NC: Negative Control
Tier OPACITY

Paraph | |

Ti8-7an-00 |

RDF/BCO/18




"Calculation of the in vitro eye irritation score for liquids

-Hexanol [111-27-3]

OP-KIT

No. Treatment Opacity at Permeability In vitro score
Comea 0 | 120 | t120- 10
1 NC 0 0 0 0.004 0.1
2 NaCl10.9% 1 1 0 0.006 0.1
3 100% 1 1 0 0.005 0.1
Mean + S.D. 00 = 00| 0.005 + 0.001 | 01 =+ 00
Corrected value —I Corrected value —|
7 Test article | 0O 17 17 17.0 3.700 3.695 72.4
8 0 13 13 13.0 4.060 4.055 73.8
9 100% 0 16 16 16.0 3.440 3.435 67.5
Mean + S.D. 153 + 3728 + 0311 || 712 = 33
NC: Negative Control
- Fater "OPACK
i I :
2 |4
_______ 3 1A

RDF/BCO/18




||Calculati011 of the in vitro eye irritation score for liquids jl

10  min
OP-KIT
No. Treatment Opacity at Permeability In vitro score
Comea t0 | 120 ] t120-t0
1 NC 2 2 0 0.006 0.1
2 MEM 1 1 0 0.012 0.2
3 100% 1 3 2 0.009 2.1
Mean + S.D. 07 = 12 0.009 = 0.003 | 08 =+ 11
Corrected value | Corrected value |
16 Test article 1 36 35 34.3 1.688 1.679 59.5
17 1 42 41 40.3 2.888 2.879 83.5
18 100% 1 44 43 42.3 4304 4.295 106.7
Mean + S.D. 390 = 42 | 2951 + 1309 | | 832 =+ 236
NC: Negative Control
"~ Faiter OPACITY
2 s |
________ 3 A

" T18-Jan-00 |

RDF/BCO/18




“Calculation of the in vitro eye irritation score for liquids "

|Cyclohexanol
""" 18285-049
ente 100%
Code BS (43 |
Sequence Intern 10A | OP-KIT
No. Treatment Opacity at Permeability In vitro score
Comea t0 | €120 ] t120-t0
1 NC 0 0 0 0.004 0.1
2 MEM 0 0 0 0.008 0.1
3 100% 0 1 1 0.010 1.2
Mean + S.D. 03 =+ 06 | 0.007 = 0.003 | 05 =+ 06
Corrected value | Corrected value I
16 Test article 0 16 16 15.7 6.180 6.173 108.3
17 0 16 16 15.7 3.288 3.281 64.9
18 100% 0 14 14 13.7 5.680 5.673 98.8
Mean + S.D. 150 =+ 12 | 5042 = 1546 | | 907 =+ 2238
NC: Negative Control
oIT)

_OPACITY

{Paraph | |

[Date _{31-Jan-00 |

RDF/BCO/18




"Calculation of the in vitro eye irritation score for liquids "

| Cetylpyridinium bromide (6 %)
|105H0915
[100% Treatment ime. |
IC5 “3)
J1aA ~ | OP-KIT
No. Treatment Opacity at Permeability In vitro score
Comea t0 JilZO l t120 - t0
1 NC 0 0 0 0.002 0.0
2 NaCl0.9% 0 0.003 0.0
3 100% 1 1 0 0.001 0.0
Mean + S.D. 00 =+ 00 ] 0.002 + 0.001 | 00 =+ 00
Corrected value I Corrected value I
16 Test article 1 15 14 14.0 1.659 1.657 38.9
17 1 12 11 11.0 0.657 0.655 20.8
18 100% 0 10 10 10.0 0.714 0.712 20.7
Mean + S.D. 1.7 = 2.1 | 1.008 + 0.563 | 268 + 105
NC: Negative Control
g o B S
1 A ]
2 14
P

RDE/BCO/18




TN

Benzalkonium chloride (10%)

B opi L Harsing R S
88.0 4.426

-

94.6 4.148 156.9
87.0 4.252 150.8
93.0 4.278 157.2

o H~h w N

98.3 3.972 157.9
mean 92.2 4.2 155.4
SD 4.7 0.17 2.9



Janssen Pharmaceutica N.V. - Dept. of Toxicology - Section In Vitro Toxicology

|| BCOP PREVALIDATION 1997 |

"Calculation of in vitro eye irritation score for surfactants (10 % w/w)

1(BAK) |
76H2520
10 g/g% 10 min |
II
A
No. Treatment Opacity at Permeability In vitro score
Cornea | 0 | t120 [ 120- 10 '
16 |NC 1 2 1 0.005 1.1
17 10.9 % NaCl 1 2 1 0.018 1.3
18 100% 1 2 1 0.002 1.0
Mean + S.D. 10 = 00 | 0008 = 0.009 | 1.1+ 02
Corrected value Corrected value ]
19 Test article 1 97 96 95.0 3.927 3.919 153.8
20 1 82 81 §0.0 4.245 4.237 143.6
21 10g/g% 1 91 90 89.0 5.130 5.122 165.8
Mean = S.D. 880 + 175 | 4426 + 0623 | | 1544 + 111

NC: Negative control

PC: Positive control

RDE/BCO/19



Janssen Pharmaceutica N.V. - Dept. of Toxicology - Section In Vitro Toxicology

I BCOP PREVALIDATION 1997 |

Calculation of in vitro eye irritation score for surfactants (10% w/w)

10 min |
No. Treatment Opacity at Permeability In vitro score
Cornea 10 | 1120 [ 1120- 10

16 |NC 1 1 0 0.005 0.1
17 0.9 % NaCl 1 2 1 0.007 1.1
18 |100% 0 1 1 0.004 1.1

Mean + S.D. 07 = 06 | 0.005 + 0.002 | 08 + 06

Corrected value 4' Corrected value —I

19 Test article 1 108 107 106.3 4.785 4.780 178.0
20 0 92 92 91.3 3.464 3.459 143.2
21 |10g/g% 0 87 87 86.3 4.210 4.205 149.4

Mean + S.D. $ 946 =+ 104 I 4148 = 0.662 I 1569 =+ 186

NC: Negative control

PC: Positive control

RDE/BCO/19



Janssen Pharmaceutica N.V. - Dept. of Toxicology - Section In Vitro Toxicology

| BCOP PREVALIDATION 1997 ||

Calculation of in vitro eye irritation score for surfactants (10% w/w)

10_min |
No. Treatment Opacity at Permeability In vitro score
Cornea 0 | 1120 | t120- 10

10 |NC 0 1 1 0.009 1.1
11 0.9 % NaCl 1 2 1 0.001 1.0
12 1100% 0 1 1 0.018 13

Mean + S.D. 10 + 00 | 0.009 = 0.009 | 11+ 02

Corrected value Corrected value

19 Test article 1 88 87 86.0 4.333 4.324 150.9
20 1 82 81 80.0 4.255 4.246 143.7
21 |10g/g% 1 97 96 95.0 4.196 4.187 157.8

Mean + S.D. 870 + 175 | 4252 + 0069 | | 1508 + 7.1

NC: Negative control

PC: Positive control

RDF/BCO/19



Janssen Pharmaceutica N.V. - Dept. of Toxicology - Section In Vitro Toxicology

|| BCOP PREVALIDATION 1997 I

"Calculation of in vitro eye irritation score for surfactants (10% w/w) "

10 min |
No. Treatment Opacity at Permeability In vitro score
Cornea 0 | 1120 [120- w0
19 [N 3 | 3 0 0.008 0.1
20 [09%NaCl | 0 | o 0 0.038 0.6
21 |100% 1| 1 0 0.012 0.2
Mean + S.D. 00 = 00 | 0.019 = 0016 | 03 = 03
Corrected value Corrected value —I
25 | Testaricle | 0 [ 96 | 96 96.0 4531 | 4512 163.7
26 0 ]93| 93 93.0 5219 | 5200 171.0
27 |10g/g% 2 | 92 90 90.0 3142 | 3123 136.8
Mean+S.D. | 930 = 30 | 4278 = 1058 | | 1572 =+ 180

NC: Negative control

PC: Positive control

RDF/BCO/19



Janssen Pharmaceutica N.V. - Dept. of Toxicology - Section In Vitro Toxicology

|| BCOP PREVALIDATION 1997 l

Calculation of in vitro eye irritation score for surfactants (10% w/w) "

Testarticle = [1(BAK) |
Bitch NG = [76H2520
Goni ione . |10 /2% 10 min |
Prevalidationtphase 7 i |11
Sequencest it IF H
No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120 | 1120 - 10
10 _INC 1| 1 0 0.013 0.2
11 [o9%Nact | 1 | 4 3 0.013 3.2
12 |100% 1|1 0 0.021 03
Mean + S.D. 10 + 17 | 0016 = 0.005 | 12 + 17
Corrected value ] Corrected value
19 | Testarticle | 1 [ 99 [ 98 97.0 4051 | 4035 157.5
20 1 [ 99| o8 97.0 4312 | 4296 161.4
21 |10g/g% 1 [ 103]| 102 101.0 3600 | 3.584 154.8
Mean + S.D. _ 983 = 23 | 3972 + 0360 | | 1579 + 33

NC: Negative control

PC: Positive control

RDF/BCO/19






R Com!)oqus 4 =» 20

P Yov:a w\ima«ls ( 6-93 mw\"ﬂ

VALIDATION

||Calculati0n of the in vitro eye irritation score for liquids ||

3,3 Dimethylpentane [562-49-2] |

14602CN
99% &8 |
Al @
2005/ In kalveren I OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120]¢120-t0
1 NC 0 0 0 0.008 0.1
2 MEM 0 0 0 0.026 0.4
3 100% 0 0 0 0.006 0.1
Mean + S.D. 00 =+ 00| 0.013 =+ 0.011 | 02 =+ 02
Corrected value J Corrected value J
4 Test article 0 0 0 0.0 0.046 0.033 0.5
5 0 0 0 0.0 0.028 0.015 0.2
6 100% 0 0 0 0.0 0.023 0.010 0.2
- Mean + S.D. 00 + 00 | 0.019 =+ 0.012 | 03 =+ 02

NC: Negative Control

Filter

| 0.1 1

03 15

107-Mar-05 | 0.6 50
0.8 90

1 145 RDF/BCO/18



VALIDATION

“Calculaﬁon of the in vitro eye irritation score for liquids

3-methoxy-1,2-propanediol [623-39-2]

A0155893001

10 min

2

2005/ intern? kalveren

OP-KIT

No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120] t120-t0
1 NC 0 0 0 0.084 1.3
2 NaCl10.9% 2 2 0.085 3.3
3 100% 1 1 0 0.036 0.5
Mean + S.D. 07 =+ 121 0.068 =+ 0.028 | 1.7 *
Corrected value Corrected value |
4 Testarticle | 0 0 0 -0.7 0.090 0.022 -0.4
5 2 6 4 3.3 0.096 0.028 3.7
6 100% 0 0 0 -0.7 0.070 0.002 -0.7
Mean + S.D. 0.6 23 | 0017 + 0.014 | 09 =
NC: Negative Control
Filter
| 0.1 1
03 16
101-Mar-05 | 0.6 51
0.8 91
1 143 RDF/BCO/18




VALIDATION

||Calculation of the in vitro eye irritation score for liquids

polyethylene glycol 400 [25322-68-3] ]
523152-394
100% 8 min ]
C1 3)
2005/ intern 1 kalveren [ OP-KIT ]
No. Treatment Opacity at Permeability In vitro score
Cornea 0 | 120 ] t120- 10
1 NC 0 0 0 0.023 0.3
2 NaCl09% | O 9 0 0.069 1.0
3 100% 0 0 0 0.044 0.7
Mean + S.D. 00 = 00| 0.045 + 0.023 | 07 =+ 04
Corrected value J Corrected value l
4 Test article | O 0 0 0.0 0.102 0.057 0.9
5 0 0 0 0.0 0.178 0.133 2.0
6 100% 0 0 0 0.0 0.080 0.035 0.5
Mean + S.D. 00 =+ 00 | 0075 =+ 0.051 | 11 = 08
NC: Negative Control
Filter
0.1 1
0.3 16
0.6 50
08 88
1 140 RDF/BCO/18



II VALIDATION ||

||Calculation of the in vitro eye irritation score for liquids ||

glycerol [56-81-5) ]
13574HC
100% 10 __min |
B2 (4)
2005/ internZ kalveren | OP-KIT |
No. Treatment ~ Opacity at Permeability In vitro score
Comea t0 | t120] t120- 10
1 NC 0 0 0 0.084 1.3
2 NaCl109% | © 2 0.085 3.3
3 100% 1 1 0 0.036 0.5
Mean + S.D. 07 =+ 12 ] 0.068 + 0.028 | 17 + 14
Corrected value J Corrected value I
7 Test article | 0 0 0 -0.7 0.008 -0.060 -1.6
8 0 0 0 -0.7 0.009 -0.059 -1.6
9 100% 2 2 0 -0.7 0.161 0.093 0.7
Mean + S.D. -0.7 = 00 |} -0.009 + 0.088 | -08 =+ 13
NC: Negative Control
Filter
| 0.1 1
0.3 16
01-Mar-05 | 0.6 51
0.8 91

1 143 RDF/BCO/18



VALIDATION

"Calculation of the in vitro eye irritation score for liquids "

Methyl cyclopentane [96-37-7]

OP-KIT

No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120] t120-t0
1 NC 0 0 0 0.008 0.1
2 NaCl09% | O 0 0 0.026 04
3 100% 0 0 0 0.006 0.1
Mean + S.D. 00 = 00] 0013 + 0011 | 02 =+ 02
Corrected valug Corrected value I
16 Testarticle | O 2 2 20 0.444 0.431 8.5
17 1 2 1 1.0 0.181 0.168 3.5
18 100% 0 1 1 1.0 0.193 0.180 3.7
Mean + S.D. 13 =+ 06 | 0260 = 0.149 |] 52 =+ 28
NC: Negative Control
Filter
0.1 1
03 15
0.6 50
0.8 90
1 145 RDF/BCO/18



|| VALIDATION |

||Calculalion of the in vitro eye irritation score for liquids "

I
10 min |
2005/Intern4 Kalverogen | OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Comea t0 | 1120 t120-10
1 NC 0 0 0 0.045 0.7
2 NaC10.9% 0 0 0 0.022 0.3
3 100% 0 0 0 0.012 0.2
Mean + S.D. 00 =+ 00| 0026 + 0.017 | 04 =+ 03
Corrected value 1 Corrected value I
19 Test article 0 0 0 0.0 0.028 0.002 0.0
20 0 0 0 0.0 0.021 -0.005 -0.1
21 100% 0 0 0 0.0 0.013 -0.013 -02
Mean + S.D. 00 = 00 | -0.005 *+ 0.008 | 01 = 01

NC: Negative Control

Filter
| 0.1 0
0.3 15
14-Mar-05 | 0.6 50
0.8 89

1 141 RDF/BCO/18



VALIDATION

"Calculation of the in vitro eye irritation score for liquids

Methyl iso-butyl ketone (4 methyl-2-pentanone) [108-10-1]

1127250
100%
A2 (#/

2005/ intem1 kalveren

| OP-KIT

No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120]¢120-10
1 NC 0 0 0 0.023 0.3
2 NaCl09% | © 0 0 0.069 1.0
3 100% 0 0 0 0.044 0.7
Mean + S.D. 00 == 00| 0.045 = 0.023 | 07 =+ 04
Corrected value I Corrected value j
7 Test article | 0 3 3 3.0 0.714 0.669 13.0
8 0 8 8 8.0 0.861 0.816 20.2
9 100% 0 6 6 6.0 1.059 1.014 21.2
Mean + S.D. 57 + 25 | 0833 + 0.173 | 18.1 =+ 45
NC: Negative Control
Filter
| 0.1 1
03 16
ID 28-Feb-05 | 0.6 50
0.8 88
1 140 RDF/BCO/18




VALIDATION

"Calculation of the in vitro eye irritation score for liquids ||

10 min |
2005/ Intenit3 kalveren OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120 ] t120- 10
1 NC 0 0 0 0.008 0.1
2 NaCl0o9% | O 0 0 0.026 0.4
3 100% 0 0 0 0.006 0.1
Mean + S.D. 00 = 00| 0013 + 0011 | 02 =+ 02
Corrected value I Corrected value I
13 Test article | O 2 2 2.0 1.550 1.537 25.1
14 0 9 9 9.0 1.852 1.839 36.6
15 100% 0 7 7 7.0 1.030 1.017 223
Mean + S.D. 60 = 36 | 1464 * 0416 | 280 = 76
NC: Negative Control
Filter
| 0.1 1
03 15
07-Mar-05 | 0.6 50
0.8 90
1 145 RDF/BCO/18



|| VALIDATION |

||Calculation of the in vitro eye irritation score for liquids "

methyl amyl ketone (2 heptanone) [110-43-0] |
13622JC
100% o | 10  min |
A3 Q)
2005/ intern 1 kalveren | OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120 | t120-t0
1 NC 0 0 0 0.023 0.3
2 NaCl09% | O 0 0 0.069 1.0
3 100% 0 0 0 0.044 0.7
Mean + S.D. 00 =+ 00| 0045 = 0.023 | 0.7 =+ 04
Corrected value I Corrected value J
10 Test article | 0O 5 5 5.0 1.065 1.020 20.3
11 0 5 5 5.0 1.030 0.985 19.8
12 100% 2 4 2 2.0 0.995 0.950 16.3
Mean + S.D. 40 + 17 | 0985 + 0.035 | 188 + 22
NC: Negative Control
Filter
| 0.1 1
03 16
8-Feb-05 | 0.6 50
0.8 88

1 140 RDF/BCO/18



VALIDATION

“Calculation of the in vitro eye irritation score for liquids

2-methyl-1-pentanol [105-30-6]

451942/1
100% 10 min |
B3 (A0)
2005/ interniZ kalveren | OP-KIT |
No. Treatment ~Opacity at Permeability In vitro score
Comea t0 | t120] t120- 10
1 NC 0 0 0 0.084 1.3
2 NaC109% | 0 2 2 0.085 3.3
3 100% 1 1 0 0.036 0.5
Mean + S.D. 07 =+ 12} 0.068 + 0.028 | 17 + 14
Corrected value I Corrected value ]
10 | Testarticle | 0 | 11 11 10.3 1.801 1.733 36.3
11 0 8 8 73 2.436 2.368 42.8
12 100% 0 9 9 8.3 1.773 1.705 33.9
Mean + S.D. g6 + 15 | 1935 + 0375 | | 377 = 46
NC: Negative Control
Filter
| 0.1 1
03 16
01-Mar-05 | 0.6 51
0.8 91
1 143 RDF/BCO/18



VALIDATION

"Calculation of the in vitro eye irritation score for liquids

min ]
OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Cornea t0 | t120] t120- 10
1 NC 0 0 0 0.008 0.1
2 NaCl10.9% 0 0 0 0.026 04
3 100% 0 0 0 0.006 0.1
Mean + S.D. 00 == 00| 0.013 =+ 0.011 | 02 = 02
Corrected value J Corrected value I
7 Test article | 0O 18 18 18.0 2.308 2.295 524
8 0 16 16 16.0 1.702 1.689 413
9 100% 0 15 15 15.0 1.531 1518 37.8
Mean + S.D. 163 + 15 | 1834 + 0408 | 438 + 76
NC: Negative Control
Filter
| 0.1 1
0.3 15
07-Mar-05 | 0.6 50
0.8 90
1 145 RDF/BCO/18



VALIDATION

||Calculation of the in vitro eye irritation score for liquids ||

Sodium hydroxide 1% [1310-73-2]

KT 10 min |
OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Comea t0 | 120 | £120- 0
1 NC 0 0 0 0.045 0.7
2 NaCl09% | 0O 0 0 0.022 0.3
3 100% 0 0 0 0.012 02
Mean + S.D. 00 = 00| 0026 + 0.017 | 04 =+ 03
Corrected value | Corrected value J
16 Testarticle | 0 | 139 139 139.0 4.540 4.514 206.7
17 0 | 145 145 145.0 2.600 2.574 183.6
18 100% 0 | 123 123 123.0 4.164 4.138 185.1
Mean + S.D. 1357 + 114 | 3742+ 1.029 | | 1918 + 129
NC: Negative Control
Filter
0.1 0
0.3 15
14-Mar-05 | 0.6 50
0.8 89
1 141 RDF/BCO/18



VALIDATION

||Calculation of the in vitro eye irritation score for liquids

Triton X-100 (5%

[9002-93-1]

A019437801
5% min |
ca___(43)
2005/Intertrkalverogen | OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Comea 0 | t120] t120-t0
1 NC 0 0 0 0.045 0.7
2 NaC10.9% 0 0 0 0.022 0.3
3 100% 0 0 0 0.012 02
Mean + S.D. 00 = 00] 0.026 = 0.017 | 04 =+ 03
Corrected value I Corrected value I
10 Testarticle [ O 5 5 5.0 4300 4274 69.1
11 0 5 5 50 3.004 2978 49.7
12 100% 0 4 4 4.0 3.860 3.834 61.5
Mean + S.D. 47 = 06 | 3.695 = 0.659 | 601 =+ 938
NC: Negative Control
Filter
| 0.1 0
0.3 15
14-Mar-05 | 0.6 50
0.8 89
1 141 RDE/BCO/18



VALIDATION

“Calculation of the in vitro eye irritation score for liguids

4
@&-octanol [111-87-5] |
S502961-454
100% 10 |
B4 (1Y)
2005/ interit2 kalveren | OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Comea t0 | €120 ] t120- 10
1 NC 0 0 0 0.084 1.3
2 NaC109% { O 2 2 0.085 3.3
3 100% 1 1 0 0.036 0.5
Mean + S.D. 07 + 12| 0.068 = 0.028 | 17 = 14
Corrected value Corrected value I
13 Test article 1 7 6 5.3 1.263 1.195 23.2
14 0 18 18 17.3 1.904 1.836 44.8
15 100% 0 9 9 8.3 1.637 1.569 31.8
Mean + S.D. 103 + 62 | 1.533 0322 | 333 + 109
NC: Negative Control
Filter
0.1 1
0.3 16
0.6 51
0.8 91
1 143 RDF/BCO/18



|| VALIDATION |

Calculation of the in vitro eye irritation score for liquids ||
2-ethyl-1-hexanol [107-76-7] |
S01263-011
100% O\ 10 min |
A4 us)
2005/ intern T kalveren | OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Comea 0 ] t120]t120- 0
1 NC 0 0 0 0.023 0.3
NaCl0.9% | 0 0 0 0.069 1.0
3 100% 0 0 0 0.044 0.7
Mean + S.D. 00 == 00| 0.045 + 0.023 | 07 =+ 04
Corrected value l Corrected value I
13 | Testarticle | O 4 4 4.0 0.523 0.478 112
14 0 0 0 0.0 0.401 0.356 53
15 100% 0 3 3 3.0 1.803 1.758 29.4
Mean + S.D. 23 =+ 21 | 0864 = 0777 | [ 153 =+ 126
NC: Negative Control
Filter
| 0.1 1
0.3 16
|28-Feb-05 | 0.6 50
0.8 88
1 140 RDF/BCO/18



VALIDATION

||Calculation of the in vitro eye irritation score for liquids ||

-Hexanol [111-27-3]

A020123401
9B% |
D2 (1€)
2005/ Intéfh3 kalveren [ OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120 | t120- 10
1 NC 0 0 0 0.008 0.1
2 NaCl109% | O 0 0 0.026 04
3 100% 0 0 0 0.006 0.1
Mean + S.D. 00 =+ 00| 0.013 =+ 0011 | 02 =+ 02
Corrected value I Corrected value I
10 Testatticle | O 16 16 16.0 3.624 3.611 70.2
11 0 13 13 13.0 3.232 3.219 61.3
12 100% 0 13 13 13.0 4.028 4.015 73.2
Mean + S.D. 140 = 17 | 3615 + 0398 | | 682 =+ 62

NC: Negative Control

il

~107-Mar-05 |

Filter
0.1 1
0.3 15
0.6 50
0.8 90
1 145

RDF/BCO/18



[ VALIDATION

||Calculation of the in vitro eye irritation score for liquids ||

Acetone [67-64-1 I
442942/1
100% P 10 min |
AS A
2005/ intern T kalveren | OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Comea t0 | 120 | t120- 10
1 NC 0 0 0 0.023 0.3
2 0 0 0 0.069 1.0
3 100% 0 0 0 0.044 0.7
Mean + S.D. 00 =+ 00] 0045 + 0.023 | 07 =+ 04
Corrected value I Corrected value —I
16 Test article 0 101 101 101.0 2.824 2.779 142.7
17 0 92 92 92.0 2.452 2.407 128.1
18 100% 0 81 81 81.0 3.428 3.383 131.7
Mean + S.D. 913 =+ 100 | 2856 =+ 0493 | 1342 = 76

NC: Negative Control

Filter
0.1 1
0.3 16
0.6 50
0.8 88

1 140 RDF/BCO/18



VALIDATION

||Calculation of the in vitro eye irritation score for liquids

cyclohexanol ]
S05238-044
100% 10 min |
B5 ut)
2005/ interiZ kalveren { OP-KIT |
No. Treatment Opacity at Permeability In vitro score
Comea t0 | t120]¢120-t0
1 NC 0 0 0 0.084 1.3
2 NaCl09% | O 2 2 0.085 3.3
3 100% 1 1 0 0.036 0.5
Mean + S.D. 07 =+ 12| 0068 + 0.028 | 17 = 14
Corrected value I Corrected value I
16 Test article 1 13 12 11.3 1.768 1.700 36.8
17 0 12 12 11.3 1.892 1.824 38.7
18 100% 0 13 13 123 2.940 2.872 554
Mean + S.D. 116 + 06 | 2132 + 0.644 | 436 =+ 102
NC: Negative Control
Filter
| 0.1 1
0.3 16
01-Mar-05 | 0.6 51
0.8 91
1 143 RDE/BCO/18



VALIDATION

||Ca1culation of the in vitro eye irritation score for liquids

Cetylpyridinium bromide (6%) [140-72-7]

005/Inte® kalverogen

| OP-KIT

No. Treatment Opacity at Permeability In vitro score
Comea 10 | t120]t120-10
1 NC 0 0 0 0.045 0.7
2 NaCl 0.9% 0 0 0 0.022 0.3
3 100% 0 0 0 0.012 02
Mean = S.D. 00 =+ 00| 0026 = 0.017 | 04 =+ 03
Corrected value | Corrected value I
13 Test article 0 20 20 20.0 2252 2.226 53.4
14 0 13 13 13.0 1.879 1.853 40.8
15 100% 0 12 12 12.0 0.919 0.893 254
Mean + S.D. 150 + 44 ] 1657 + 0.688 | 399 =+ 140
NC: Negative Control
Filter
| 0.1 0
03 15
#{14-Mar-05 | 0.6 50
0.8 89
1 141 RDF/BCO/18



VALIDATION
Calculation of the in vitro eye irritation score for liquids
Test article Benzalkoniumchloride [8001-54-5]
Batch No. 033K2544
Concentration 109/9% [Treatmenttime [ 10 min
Code C3 20
Sequence 2005/Intern4 kalverogen | OP-KIT
No. Treatment Opacity at Permeability In vitro score
Cornea t0 | t120 [ t120 - t0
1 NC 0 0 0 0.045 0.7
NaCl 0.9% 0 0 0 0.022 0.3
3 100% 0 0 0 0.012 0.2
Mean £ S.D. 00 =+ 00| 0.026 + 0.017 | 04 == 03
Corrected value | Corrected value |
7 Test article 0 115 115 115.0 4.016 3.990 174.9
8 0 95 95 95.0 3.856 3.830 152.5
9 100% 0 107 107 107.0 4.356 4.330 172.0
Mean £ S.D. 105.7 + 10.1 | 4050 = 0.255 | 1665 * 122
NC: Negative Control
REMARKS Filter OPACITY
1 A 75|B -75
2 A 156|B -158
3 A 263|B -258
Filter
[Paraph | 0.1 0
0.3 15
[Date  |14-Mar-05 | 0.6 50
0.8 89
1 141 RDF/BCO/18
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